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METHOD OF STIMULATING AN IMMUNE
RESPONSE USING A PSEUDOTYPED
LENTIVIRUS

CROSS-REFERENCE TO RELATED
APPLICATIONS

The present application is a divisional of U.S. application
Ser. No. 13/887,908, filed May 6, 2013, now U.S. Pat. No.
8,906,359, which is a continuation of U.S. application Ser.
No. 12/688,689, filed Jan. 15, 2010, now U.S. Pat. No. 8,715,
640, which is a continuation of U.S. application Ser. No.
11/781,865, filed Jul. 23, 2007, now U.S. Pat. No. 8,329,162,
which claims priority under 35 U.S.C. §119(e) to U.S. Pro-
visional Application No. 60/832,497, filed Jul. 21, 2006 and
U.S. Provisional Application No. 60/920,260, filed Mar. 27,
2007, each of which is herein incorporated by reference.

STATEMENT REGARDING FEDERALLY
SPONSORED R&D

The invention was made with government support under
Grant No. AI068978 awarded by the National Institutes of
Health. The government has certain rights in the invention.

REFERENCE TO SEQUENCE LISTING

The present application is being filed along with a
Sequence Listing in electronic format. The Sequence Listing
is provided as a file entitled “Seqlist_ CALTE-035C1.txt”,
created Jan. 13, 2010, which is 132,038 bytes in size. The
information in the electronic format of the Sequence Listing
is incorporated herein by reference in its entirety.

BACKGROUND OF THE INVENTION

The invention relates generally to targeted gene delivery,
and more particularly to the use of a recombinant virus com-
prising a targeting molecule that targets and binds dendritic
cells and can thus be used for dendritic cell vaccination.

Immunization is one of the most productive tools in mod-
ern medical practice but remains burdened by limitations.
Certain infectious diseases such as HIV/AIDS, malaria, and
tuberculosis are not currently controlled at all by immuniza-
tion, while other infectious diseases are controlled by com-
plex immunization regimens. Cancer is a promising target for
immunotherapeutic treatments, but clinical outcomes in
experimental trials have been disappointing (Rosenberg, S.
A. etal. 2004. Nat. Med. 10:909-915, which is incorporated
herein by reference in its entirety). Novel methods of immu-
nization are needed, for example, to reliably induce anti-
tumor immunity.

Dendritic cells (DCs) play critical roles in both innate and
adaptive immunity. DCs are specialized antigen-presenting
cells with the unique capability to capture and process anti-
gens, migrate from the periphery to a lymphoid organ, and
present the antigens to resting T cells in a major histocom-
patibility complex (MHC)-restricted fashion (Banchereau, J.
& Steinman, R. M. 1998. Nature 392:245-252; Steinman, R.
M., etal. 2003. Ann Rev Immunol 21: 685-711, each of which
is incorporated herein by reference in its entirety). These cells
are derived from bone marrow (BM) and are characterized by
dendritic morphology and high mobility. Immature DCs are
adept at antigen ingestion and are distributed as sentinels in
peripheral tissue throughout the body. However, maturation
of DCs is required in order to mount an efficient immune
response (Steinman, R. M., et al. 2003. supra). The matured
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DCs express high levels of MHC-antigen complex and other
costimulatory molecules (such as CD40, B7-1, B7-2 and
CD1a) (Steinman, R. M. 1991. Anr Rev Immunol 9: 271-296,
which is incorporated herein by reference in its entirety;
Banchereau, J. and R. M. Steinman. 1998. supra). These
molecules play key roles in stimulating T cells.

The discovery of the role of DCs as specialized antigen-
presenting cells (APCs) has fueled attempts at DC-based
immunization/vaccination that involve loading DCs with spe-
cific antigens (Banchereau, J. & Palucka, A. K. 2005. Nat.
Rev. Immunol. 5:296-306; Figdor, C. G. et al. 2004. Nat. Med.
10:475-480, each of which is incorporated herein by refer-
ence in its entirety). However, all of these attempts involve ex
vivo loading of DCs with specific antigens. Ex vivo generated
DCs are then administered to the patient. Ex vivo generation
of DCs for each patient is extremely labor intensive process.

By contrast, the present invention is directed inter alia to
targeting, antigen loading and activation of DCs in vivo,
which results in vivo treatment of diseases by generating a
beneficial immune response in the patient. The invention thus
fulfills a longstanding need for effective and efficient regimes
for immunization/vaccination.

SUMMARY OF THE INVENTION

In one aspect of the invention methods of delivering a
polynucleotide to a dendritic cell expressing DC-SIGN are
provided. In some embodiments the methods comprise trans-
ducing the dendritic cell with a recombinant virus, wherein
the recombinant virus comprises the polynucleotide to be
delivered and a targeting molecule that binds DC-SIGN. In
some embodiments the targeting molecule is specific for DC-
SIGN.

In some embodiments of the invention, the recombinant
virus comprises sequences from a lentivirus genome, such as
an HIV genome.

In other embodiments the recombinant virus comprises
sequences from a gammaretrovirus genome, such as
sequences from a Mouse Stem Cell Virus (MSCV) genome or
a Murine Leukemia Virus (MLV) genome.

In some embodiments of the invention, the methods utilize
a targeting molecule comprising a viral glycoprotein derived
from at least one virus selected from the group of: Sindbis
virus, influenza virus, Lassa fever virus, tick-borne encepha-
litis virus, Dengue virus, Hepatitis B virus, Rabies virus,
Semliki Forest virus, Ross River virus, Aura virus, Borna
disease virus, Hantaan virus, and SARS-CoV virus. In more
particular embodiments, the targeting molecule comprises a
modified viral glycoprotein derived from Sindbis virus (SIN
or SVG). In certain embodiments, the targeting molecule is
SINmu also known as SVGmu (SEQ ID NO: 11).

In some embodiments, the polynucleotide to be delivered
to a dendritic cell comprises at least one of the following: a
gene encoding a protein of interest, a gene encoding a siRNA,
and a gene encoding a microRNA. The gene encoding a
protein of interest may encode an antigen, such as a tumor
antigen or an HIV antigen.

The recombinant virus may be produced by transfecting a
packaging cell line with a viral vector comprising the poly-
nucleotide to be delivered and a vector comprising a gene
encoding the targeting molecule; culturing the transfected
packaging cell line; and recovering the recombinant virus
from the packaging cell culture. In some embodiments, the
packaging cell line is a 293 cell line.

In some embodiments of the invention, the polynucleotide
is delivered to a dendritic cell in vitro, while in other embodi-
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ments the polynucleotide is delivered to a dendritic cell in a
subject in vivo. The subject is typically a mammal, such as a
human, mouse or guinea pig.

In another aspect, recombinant virus comprising: a poly-
nucleotide of interest; and a targeting molecule that binds
DC-SIGN are provided. In some embodiments the targeting
molecule specifically binds DC-SIGN. The recombinant
virus may comprise sequences from a lentivirus genome,
such as sequences from an HIV genome. In other embodi-
ments the recombinant virus comprises sequences from a
gammaretrovirus genome, such as sequences from a Mouse
Stem Cell Virus (MSCV) genome or a Murine Leukemia
Virus (MLV) genome.

The targeting molecule may comprise a viral glycoprotein
derived from at least one virus selected from the group of:
Sindbis virus, influenza virus, Lassa fever virus, tick-borne
encephalitis virus, Dengue virus, Hepatitis B virus, Rabies
virus, Semliki Forest virus, Ross River virus, Aura virus,
Borna disease virus, Hantaan virus, and SARS-CoV virus. In
some embodiments the targeting molecule is a viral glyco-
protein derived from Sindbis virus. In particular embodi-
ments, the targeting molecule is SVGmu (SEQ ID NO: 11).

The polynucleotide may be, for example, at least one of the
following: a gene encoding a protein of interest, a gene encod-
ing a siRNA, and a gene encoding a microRNA of interest. In
some embodiments the polynucleotide encodes an antigen,
such as a tumor antigen or an HIV antigen.

In another aspect, methods of stimulating an immune
response in amammal are provided. A polynucleotide encod-
ing an antigen to which an immune response is desired is
delivered to dendritic cells expressing DC-SIGN by contact-
ing the dendritic cells with a recombinant virus comprising
the polynucleotide and a targeting molecule that binds DC-
SIGN. In some embodiments the targeting molecule is spe-
cific for DC-SIGN and does not bind appreciably to other
molecules. In other embodiments the targeting molecule
binds preferentially to DC-SIGN.

In a further aspect, vectors encoding targeting molecules
that bind DC-SIGN are provided. In some embodiments, the
targeting molecule is a modified viral glycoprotein. In further
embodiments, the targeting molecule is SVGmu (SEQ ID
NO: 11). The targeting molecule specifically binds DC-SIGN
in some embodiments. The vector may additionally encode
one or more genes of interest, such as a gene encoding an
antigen and/or a gene encoding a dendritic cell maturation
factor.

In a still further aspect, methods of treating a patient with a
disease are provided. A recombinant virus is administered to
the patient, where the recombinant virus comprises a poly-
nucleotide encoding an antigen associated with the disease
and a targeting molecule that binds DC-SIGN. The targeting
molecule may be derived from a viral glycoprotein. In some
embodiments, the targeting molecule is SVGmu (SEQ ID
NO: 11).

The disease to be treated is generally one for which an
antigen is known or can be identified. In some embodiments
of the invention, the disease to be treated is cancer. In other
embodiments, the disease is HIV/AIDS.

Dendritic cells transduced with a recombinant virus are
also provided, where the recombinant virus comprises a poly-
nucleotide of interest and a targeting molecule that binds
DC-SIGN. In some embodiments, the targeting molecule
comprising a viral glycoprotein derived from at least one
virus selected from the group of: Sindbis virus, influenza
virus, Lassa fever virus, tick-borne encephalitis virus, Den-
gue virus, Hepatitis B virus, Rabies virus, Semliki Forest
virus, Ross River virus, Aura virus, Borna disease virus, Han-

10

15

20

25

30

35

40

45

50

55

60

65

4

taan virus, and SARS-CoV virus. In some embodiments, the
targeting molecule is SVGmu (SEQ ID NO: 11).

Further, methods of immunizing a mammal by delivering a
polynucleotide encoding an antigen to dendritic cells
expressing DC-SIGN are also provided in which the dendritic
cells are contacted with a recombinant virus comprising a
polynucleotide encoding an antigen and a targeting molecule
that binds DC-SIGN. In some embodiments, the dendritic
cells are contacted with the recombinant virus ex vivo. In
other embodiments, the dendritic cells are contacted with the
recombinant virus in vivo.

The methods disclosed herein can also be used to stimulate
an immune response to a specific antigen in a mammal by
delivery of a polynucleotide encoding the antigen to dendritic
cells using a recombinant virus comprising the polynucle-
otide and a targeting molecule that binds DC-SIGN. The
immune response may be modulated by providing a further
polynucleotide whose expression in the dendritic cell modu-
lates the immune response. For example, a polynucleotide
encoding a dendritic maturation factor may be delivered.

BRIEF DESCRIPTION OF THE DRAWINGS

FIG.1 is a schematic representation of a general strategy to
target dendritic cells (DCs) for antigen delivery. Sindbis virus
wild-type glycoprotein is mutated at the heparan sulfate bind-
ing site to abolish its binding ability. The resulting mutant
glycoprotein (SVGmu) binds DC-SIGN but does not bind
heparin sulfate. DC-SIGN: Dendritic Cell Specific ICAM-3
(Intracellular Adhesion Molecules 3)-Grabbing Nonintegrin.

FIG. 2 illustrates laser confocal microscope images of
virus particles harvested from virus-producing cells tran-
siently transfected with lentiviral vector, plasmids encoding
GFP-vpr and SVGmu, and other necessary packaging con-
structs. The virus particles are labeled with GFP (green). The
surface incorporation of SVGmu was detected by immun-
ostaining with an anti-HA tag antibody (red) to label SVGmu.
In the “GFP” slide, viral particles tabled with GFP are green.
In the “SVGmu” slide, viral particles with surface incorpo-
ration of SVGmu are stained red. In the “Merged” slide, viral
particles where only GFP is expressed are green, viral par-
ticles where only SVGmu is incorporated into the surface are
red, and viral particles expressing both GFP and containing
SVGmu are yellow. The overlay of the green and red colors
(vellow) indicates the viral particles containing SVGmu,
which represent the majority of the total virus particles. The
scale bar represents 2 pm.

FIG. 3A shows flow cytometric analysis of constructed
target cell lines 293ThDCSIGN expressing human
DC-SIGN, and 293T.mDCSIGN expressing murine
DC-SIGN. Solid line: expression of DC-SIGN in target cell
lines; shaded area: background staining in 293T cells.

FIG. 3B shows flow cytometry results for detection of GFP
expressed in 293T cells transduced with lentivector envel-
oped with wild-type Sindbis glycoprotein (FUGW/SVG) or
mutant Sindbis glycoprotein (FUGW/SVGmu). One millili-
ter of fresh viral supernatants of FUGW/SVG and FUGW/
SVGmu were used to transduce 293T cells (2x10°) express-
ing human DC-SIGN (293T.hDCSIGN) or murine DC-SIGN
(293T.mDCSIGN). The parental 293T cells lacking the
expression of DC-SIGN were included as controls. As illus-
trated, lentivector enveloped with the mutant Sindbis virus
glycoprotein (SVGmu) is able to specifically transduce 293T
cells expressing human or mouse DC-SIGN. The specific
transduction titer of FUGW/SVGmu was estimated to be
approximately 1x10° TU/ml for 293ThDC-SIGN and
approximately 0.8x10° TU/ml for 293T.mDC-SIGN.
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FIG. 4A shows flow cytometry results that illustrate the
ability of the FUGW lentivirus enveloped with the mutant
Sindbis glycoprotein (FUGW/SVGmu) to specifically trans-
duce mouse dendritic cells expressing DC-SIGN in a primary
mixed bone marrow culture. Whole bone marrow cells iso-
lated from B6 mice were exposed to the fresh viral superna-
tant of FUGW/SVGmu. The FUGW lentivector pseudotyped
with the ecotropic glycoprotein (FUGW/Eco) was included
as a non-targeting control. Surface antigens of the GFP-posi-
tive cells were assessed by staining with anti-CD11c and
anti-DC-SIGN antibodies.

FIG. 4B shows flow cytometry results indicating that
FUGW lentivirus enveloped with the mutant Sindbis glyco-
protein (FUGW/SVGmu) does not transduce other cell types
including primary T cells (CD3*, top panel) and B cells
(CD19*, bottom panel). Primary CD3* T cells and CD19* B
cells were isolated from the mouse spleen and transduced
with the fresh viral supernatant of either the targeting FUGW/
SVGmu or non-targeting FUGW/Eco vector. GFP expression
was analyzed by flow cytometry. Solid line: cells exposed to
indicated lentiviral vector; shaded area: cells without trans-
duction (as a negative control).

FIG. 5 shows flow cytometry results that illustrate the
ability of the FUGW lentivirus enveloped with the mutant
Sindbis glycoprotein (FUGW/SVGmu) to specifically trans-
duce bone marrow-derived DCs (BMDCs). BMDCs were
generated by culturing freshly isolated bone marrow cells in
the presence of cytokine GM-CSF for 6 days. The cells were
then transduced with the fresh viral supernatant of either the
targeting FUGW/SVGmu or non-targeting FUGW/Eco vec-
tor. GFP and CDllc expression were measured by flow
cytometry.

FIG. 6 shows activation of BMDCs after targeted transduc-
tion with FUGW/SVGmu. DC activation was assessed by
analyzing the surface expression of CD86 and I-A” using flow
cytometry. The addition of LPS (1 Kg/ml) overnight was used
as a synergistic stimulator for the activation of transduced
BMDCs. Shaded area: GFP negative (untransduced); solid
line: GFP positive (transduced).

FIG.7A,FIG. 7B and FIG. 7C illustrate targeting of DCs in
vivo using FUGW/SVGmu lentivirus. B6 mice were injected
with 50x10° TU of FUGW/SVGmu and analyzed 3 days later.
Non-immunized mice were included as a control. InFIG. 7A,
the images show the size of a representative inguinal lymph
node close to the injection site compared to that of the equiva-
lent lymph node distant from the injection site. FIG. 7B
illustrates the total cell number counts of the indicated lymph
nodes in FIG. 7A. FIG. 7C illustrates representative flow
cytometric analysis of CD11c* cells from the two lymph
nodes shown in FIG. 7A. The numbers indicate the fraction of
GFP* DC populations

FIG. 8 provides a schematic representation of the lentivec-
tor encoding the OVA antigen (FOVA) (top) and the lentivec-
tor encoding GFP (FUGW) as a control (bottom).

FIG. 9 illustrates in vitro stimulation of CD8" OT1 T cells
by dendritic cells that were transduced with the FOVA/
SVGmu (DC/FOVA) or FUGW/SVGmu lentivector (DC/
FUGW), or by non-transduced BMDCs pulsed with OVAp
peptide (SIINFEKL) (DC/OVAp). Patterns of surface activa-
tion markers of OT1 T cells cocultured with BMDCs were
assessed by antibody staining for CD25, CD69, CD62L, and
CD44. Shaded area: naive OT1 T cells harvested from trans-
genic animals; solid line: OT1 T cells cocultured with indi-
cated BMDCs.

FIG. 10A illustrates the measurement of IFN-y by ELISA
in OT1 T cells mixed with various dilutions of BMDCs trans-
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duced with FOVA/SVGmu (), FUGW/SVGmu (P), or pulsed
with OVAp peptide (*) and cultured for 3 days.

FIG. 10B illustrates the proliferative responses of treated
OT1 T cells from FIG. 10A measured by a [°H] thymidine
incorporation assay for 12 hours.

FIG. 11 illustrates in vitro stimulation of CD4* OT2 T cells
by dendritic cells that were transduced with the FOVA/
SVGmu (DC/FOVA) or FUGW/SVGmu lentivector (DC/
FUGW), or by non-transduced BMDCs pulsed with OVAp*
peptide (ISQAVHAAHAEINEAGR) (DC/OVAp*). Patterns
of surface activation markers of OT2 transgenic T cells coc-
ultured with BMDCs were assessed by antibody staining for
CD25, CD69, CD62L, and CD44. Shaded area: naive OT2 T
cells harvested from transgenic animals; solid line: OT2 T
cells cocultured with BMDCs.

FIG. 12 illustrates the measurement of IFN-y by ELISA in
OT2 T cells mixed with various dilutions of BMDCs trans-
duced with FOVA/SVGmu (a), FUGW/SVGmu (), or pulsed
with OVAp* peptide (*) and cultured for 3 days.

FIG. 13 A provides a schematic representation of the retro-
viral vector MIG-0T1 used for genetic modification of
murine hematopoietic stem cells (HSCs).

FIG. 13B illustrates how CD8" OT1 T cells derived from
the MIG-0T1-modified HSCs in reconstituted mice were
identified by the co-expression of GFP and TCR Va2 or V135.
HSCs from B6 mice were infected with MIG-0T1 pseudot-
yped with Eco (MIG-OT1/Eco) and transferred into irradi-
ated B6 recipient mice. Eight weeks post-transter, the CD8*
OT1 T cells were identified by flow cytometry.

FIG. 14A illustrates assessment of patterns of surface acti-
vation markers on GFP*OT1" T cells isolated from the
spleens of reconstituted and immunized mice. Mice reconsti-
tuted by MIG-0T1 modified HSCs were immunized by direct
subcutaneous injection of 10x10° TU of either FOVA/
SVGmu or FUGW/SVGmu (as a control) and analyzed seven
days later. Detection of surface staining for CD69, CD62L
and CD44 was conducted. Solid line: GFP*OT1* T cells from
FOVA/SVGmu-immunized mice; dotted line: GFP*OT1* T
cells from control FUGW/SVGmu-immunized mice; shaded
area: GFP*OT1"* T cells from non-immunized mice.

FIG. 14B illustrates the total number of OT 1 cells har-
vested from lymph nodes (LN, [J) or spleens (SP, l) of
non-immunized mice (no imm) or mice immunized with
FUGW/SVGmu or FOVA/SVGmu.

FIG. 15 illustrates in vivo stimulation of antigen specific T
cell and antibody responses in wild-type mice following a
subcutaneous injection of the DC-targeting lentivector
FOVA/SVGmu. B6 mice were immunized subcutaneously
with 50x10° TU of either FOVA/SVGmu or FUGW/SVGmu
(as a control). Mice without immunization (no imm.) were
included as a negative control. Fourteen days post-immuni-
zation, spleen cells were harvested and analyzed for the pres-
ence of OVA-specific T cells measured by H-2K?-SIIN-
FEKL-PE tetramer and CD44 staining. Indicated percentages
are the percent of total CD8"* T cells.

FIG. 16 A and FIG. 16B illustrate in vivo OVA-specific T
cell responses seen in mice receiving different subcutaneous
doses of FOVA/SVGmu. OVA-specific T cells were identified
by tetramer staining as in FIG. 17. FIG. 16A shows the mea-
sured percentage of OVA-specific T cells following immuni-
zation with 100x10° TU of FOVA/SVGmu. FIG. 16B shows
the dose responses of OVA-specific T cells following injec-
tion of the indicated doses of FOVA/SVGmu.

FIG. 17A illustrates the patterns of surface activation
markers of OVA-specific CD8" T cells (identified as tetramer
positive cells) isolated from FOVA/SVGmu immunized mice
2 weeks post-injection. The surface activation markers were
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assessed by antibody staining for CD25, CD69, CD62L and
CD44. Solid line: tetramer*CD8* T cells from FOVA/
SVGmu-immunized mice; shaded area: naive CD8" T cells
from non-immunized mice.

FIG. 17B illustrates the OVA-specific serum IgG titer of B6
mice following immunization with 50x10° TU FOVA/
SVGmu. Sera were collected on day 7 and day 14 post-
immunization and were analyzed for the titer of OVA-specific
IgG using ELISA at serial 10x dilutions, starting at 1:100.
The titer values were determined by the highest dilution at
which the optical density was 2x standard derivations higher
than that of the baseline serum at the equivalent dilution.

FIG. 18 illustrates tumor size as a function of time in a
murine E.G7 tumor model. B6 mice were immunized with
subcutaneous injection of 50x10° TU of either FOVA/
SVGmu (A) or mock vector FUW/SVGmu (.). No immuni-
zation (M) was included as a control. Four mice were included
in each group. At day 14 post-immunization, the mice were
challenged with 5x10° of either E.G7 tumor cells (expressing
the OVA antigen, left panel) or the parental EL.4 tumor cells
(lacking the OVA antigen, as a control, right panel) subcuta-
neously. Tumor growth was measured with a fine caliper and
is shown as the product of the two largest perpendicular
diameters (mm?).

FIG. 19 illustrates the in vivo the kinetic growth of tumors
ina murine E.G7 tumor eradication model. An albino strain of
B6 mice were implanted with 5x10° E.G7 tumor cells stably
expressing a firefly luciferase imaging gene (E.G7.1uc). A
mouse (#1) without tumor implantation was included as a
control. Mice bearing tumors were treated without immuni-
zation (#2), or with immunization by the injection of 50x10°
TU of FOVA/SVGmu at days 3 and 10 (#3, #4) post tumor
challenge. The kinetic growth ofthe tumors was monitored by
live animal imaging using BLI. The p/s/cm?/sr represents
photons/s ec/cm?/steri di an.

FIG. 20 shows the quantitation of luminescence signals
generated by the E.G7 tumors in FIG. 19. ((J) for mouse #2;
(to) for mouse #3; (A) for mouse #4.

FIG. 21 illustrates the percentage of OVA-specific T cells
present following immunization with 100x10° TU of FOVA/
SVGmu in the albino strain of B6 mice. Albino B6 mice were
immunized subcutaneously with 50x10° TU of FOVA/
SVGmu. Mice without immunization (no imm.) were
included as a negative control. Fourteen days post-immuni-
zation, spleen cells were harvested and analyzed for the pres-
ence of OVA-specific T cells measured by H-2K?-SIIN-
FEKL-PE tetramer and CD44 staining. Indicated percentages
are the percent of total CD8* T cells.

FIG. 22A provides a schematic representation of a DC-
targeted lentivector encoding an imaging gene firefly
luciferase (Luc), designated as Fluc/SVGmu.

FIG. 22B illustrates bioluminescence imaging of mice
injected subcutaneously with 50x10° TU of either the DC-
targeting Fluc/SVGmu lentivector (shown in FIG. 25A) or a
non-targeting Fluc/VSVG lentivector. The representative
image was obtained at day 30 post-injection using IVIS200®
(Xenogen).

FIG. 23 illustrates that administration of a single dose of
recombinant DC-specific lentivector FOVA/SVGmu can gen-
erate IFN-y*CD8" T cells in B6 mice. Naive B6 mice are
immunized by subcutaneous injection of 50x10° TU of
FOVA/SVGmu lentivector, or the same dose of FUGW/
SVGmu as a control. The non-immunized B6 mice (no imm.)
were included as a negative control. Two weeks later, spleen
cells were harvested from the experimental mice, and were
analyzed for intracellular IFN-y production using flow
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cytometry with or without OVAp peptide restimulation. Indi-
cated percentages are the percent of IFN-y"CD8* T cells of
the total CD8" T cells.

FIG. 24 illustrates a schematic representation of lentiviral
constructs for preparation of DC-targeting recombinant
viruses.

FIG. 25 shows a schematic representation of an embodi-
ment of in situ vaccination against HIV/AIDS.

DETAILED DESCRIPTION OF THE PREFERRED
EMBODIMENT

Genetic engineering has been shown to be an efficient and
potent means to convert dendritic cells (DCs) into special
immune cells to induce antigen-specific immune responses.
A great deal of research involving in vitro manipulation of
DCs for vaccination/immunization against cancer, HIV and
other diseases has been conducted. However, until now, it has
not been possible to specifically and efficiently deliver a gene
of interest, such as a gene encoding an antigen, to dendritic
cells in vitro and in vivo. The inventors have discovered novel
methods and compositions for efficient and specific targeting
of DCs in vitro and in vivo. The methods and compositions
can be used to induce antigen-specific immune responses, for
example for immunotherapy.

Embodiments of the invention include methods and com-
positions for targeting dendritic cells (DCs) by using a recom-
binant virus to deliver a polynucleotide to the DCs. This is
preferably accomplished through targeting the DC-specific
surface molecule DC-SIGN (Dendritic Cell Specific ICAM-3
(Intracellular Adhesion Molecules 3)-Grabbing Nonintegrin;
also known as CD209). DC-SIGN is a C-type lectin-like
receptor capable of rapid binding and endocytosis of materi-
als (Geijtenbeek, T. B., et al. 2004. Annu. Rev. Immunol. 22:
33-54, which is incorporated herein by reference in its
entirety). In preferred embodiments, recombinant viruses are
enveloped with a designed targeting molecule that is specific
in its recognition for DC-SIGN. The polynucleotide can
include, but is not limited to, a gene of interest, siRNA(s),
and/or microRNA(s). In preferred embodiments, the poly-
nucleotide encodes an antigen. In some embodiments, the
recombinant virus delivers more than one gene to DCs. For
example, genes encoding two or more antigens could be
delivered. The delivery of more than one gene can be
achieved, for example, by linking the genes with an Internal
Ribosome Entry Site (IRES), and/or with 2A sequences, and
driving the expression using a single promoter/enhancer.

As discussed in more detail below, embodiments of the
invention are based on the use of recombinant viruses, such as
lentiviruses and gammaretroviruses, because these viruses
are able to incorporate into their envelope a large number of
proteins are found on the surface of virus-producing cells.
However, as also discussed below, other types of viruses may
be used and the methods modified accordingly. Generally, a
packaging cell line is transfected with a viral vector encoding
a polynucleotide of interest (typically encoding an antigen),
at least one plasmid encoding virus packaging components
(such as gag and poll and a targeting molecule that is engi-
neered to bind dendritic cells. In preferred embodiments, the
targeting molecule is genetically engineered to specifically
bind the DC-SIGN cell surface marker of dendritic cells.
During budding of the virus, the targeting molecule, which is
expressed in the packaging cell membrane, is incorporated
into the viral envelope. As a result, the retroviral particles
comprise a core including the polynucleotide of interest and
an envelope comprising the targeting molecule on its surface.
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The targeting molecule is able to bind DC-SIGN on a
dendritic cell, and the virus is able to deliver the gene of
interest to the dendritic cell. Without wishing to be bound by
theory, it is believed that the binding induces endocytosis,
bringing the virus into an endosome, triggering membrane
fusion, and allowing the virus core to enter the cytosol. Fol-
lowing reverse transcription and migration of the product to
the nucleus, the genome of the virus integrates into the target
cell genome, incorporating the polynucleotide of interest into
the genome of the target cell. The DC then expresses the
polynucleotide of interest (typically encoding an antigen).
The antigen is then processed and presented to T and B cells
by DCs, generating an antigen-specific immune response.
The specific pathway described above is not required so long
as the dendritic cell is able to stimulate an antigen-specific
immune response.

Embodiments of the present invention include methods
and compositions for direct targeting of a gene of interest to
DCs both in vitro and in vivo. In some preferred in vivo
embodiments, the gene of interest is delivered to DCs without
in vitro culture of DCs. For example, the gene of interest may
be delivered to DCs via a direct administration of the targeting
virus into a living subject. The gene of interest preferably
encodes an antigen against which an immune response is
desired. Exemplary antigens include: tumor specific antigens,
tumor-associated antigens, tissue-specific antigens, bacterial
antigens, viral antigens, yeast antigens, fungal antigens, pro-
tozoan antigens, parasite antigens, mitogens, and the like.
Other antigens will be apparent to one of skill in the art and
can be utilized without undue experimentation.

The methods disclosed herein may be readily adopted to
utilize targeting molecules that are specific for DCs or that
can be manipulated to provide the desired specificity. The
targeting molecule is preferably an engineered viral glyco-
protein that binds DC-SIGN in dendritic cells and that facili-
tates delivery of the gene of interest into the dendritic cells.
Exemplary targeting molecules include, but are not limited to,
glycoproteins derived from the following: Sindbis virus,
influenza virus, Lassa fever virus, tick-borne encephalitis
virus, Dengue virus, Hepatitis B virus, Rabies virus, Semliki
Forest virus, Ross River virus, Aura virus, Borna disease
virus, Hantaan virus, and SARS-CoV virus. The targeting
molecule is preferably membrane bound. If necessary, a DC-
SIGN-specific targeting molecule that is designed or derived
from a viral glycoprotein for use in the recombinant virus can
be modified to a membrane bound form.

Any method known in the art can be used to engineer the
targeting molecule to provide the desired specificity. Exem-
plary methods include, but are not limited to, rational protein
engineering and DNA shuffling. Generally, to engineer a
targeting molecule specific for DCs, a viral glycoprotein that
interacts with a dendritic cell-specific surface marker is pro-
vided. Preferably, the viral glycoprotein interacts with DC-
SIGN. The viral glycoprotein can also interact with at least a
second cell surface marker such as, for example, heparin
sulfate (HS), which is expressed on cell types other than DCs.
The viral glycoprotein is modified such that its ability to
interact with the DC-specific surface marker is maintained
while its ability to interact with additional cell surface mark-
ers is decreased or eliminated. The modification can be a
mutation in at least one residue of the viral glycoprotein
amino acid sequence. The mutation can be a deletion, addi-
tion or substitution of the residue, and it can be carried out by
standard methods known in the art. The desired specificity
can readily be confirmed. For example, once the viral glyco-
protein is modified, it can be used to prepare a recombinant
virus by co-transfection with a viral vector containing a
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reporter gene and at least one plasmid encoding virus pack-
aging components into a packaging cell line. The glycopro-
tein is incorporated into the viral envelope during budding of
the virus. The virus can be used to transfect both a pure
population of DCs as well as a mixed population of cells
containing DCs, and specificity of the viral transduction of
DCs can be confirmed by assaying the cells for expression of
the reporter gene in DCs and not to a significant extent in other
cell types. If the specificity is not sufficiently stringent (for
example, if undesired levels of infection of other cell types is
observed), the viral glycoprotein can be modified further and
assayed as described until the desired specificity is achieved.

Embodiments of the present invention include the delivery
to DCs of DC activators and/or maturation factors in conjunc-
tion with antigens. Exemplary DC activators and maturation
factors include, but are not limited to, stimulation molecules,
cytokines, chemokines, antibodies and other agents such as
FIt-3 ligands. For example, the DC maturation factors can
include at least one of the following: GM-CSF, IL-2, 1L.-4,
1L-6, 1L-7, 1L-15, IL-21, 1L-23, TNFa, B7.1, B7.2, 4-1BB,
CD40 ligand (CD40OL) and drug-inducible CD40 (iCD40)
(Hanks, B. A., et al. 2005. Nat Med 11:130-137, which is
incorporated herein by reference in its entirety).

Embodiments of the present invention also include meth-
ods and compositions related to administration of recombi-
nant virus as described above, or DCs infected with recom-
binant virus, into patients to stimulate antigen-specific
immune responses, such as, for example, T cell responses
(cellular immune responses) and B cell responses (humoral
immune responses). For example, activated CD4 T cells can
coordinate and orchestrate the CD8™ cytotoxic T cells and the
B cells in an antigen-specific response. In preferred embodi-
ments, the recombinant virus and/or DCs infected with
recombinant virus are used to stimulate immune responses
for the prevention and treatment of diseases such as, but not
limited to, cancer and AIDS/HIV. Any disease can be treated
for which an immune response to a particular antigen is
beneficial, including, but not limited to, neoplastic disease,
infectious disease, and immune-related diseases.

As herein described, studies were conducted that resulted
in the discovery of methods and compositions that can be
used to direct recombinant viruses to provide genes encoding
particular antigens into DCs. The genetic modification of
DCs in order to elicit productive immune responses can be
used in the prevention and treatment of diseases and provides
an effective method of inducing effective T cell immunity as
well as strong antibody production. The methods and com-
positions described herein can provide potent means for
immunization with desired antigens. Such immunization can
prevent and treat diseases such as, for example, cancer and
AIDS/HIV.

DEFINITIONS

Unless defined otherwise, technical and scientific terms
used herein have the same meaning as commonly understood
by one of ordinary skill in the art to which this invention
belongs. See, e.g., Singleton et al., Dictionary of Microbiol-
ogy and Molecular Biology 2nd ed., J. Wiley & Sons (New
York, N. Y. 1994); Sambrook et al., Molecular Cloning, A
Laboratory Manual, Cold Springs Harbor Press (Cold
Springs Harbor, N.Y. 1989). Any methods, devices and mate-
rials similar or equivalent to those described herein can be
used in the practice of this invention.

As used herein, the terms nucleic acid, polynucleotide and
nucleotide are interchangeable and refer to any nucleic acid,
whether composed of phosphodiester linkages or modified
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linkages such as phosphotriester, phosphoramidate, siloxane,
carbonate, carboxymethylester, acetamidate, carbamate,
thioether, bridged phosphoramidate, bridged methylene
phosphonate, bridged phosphoramidate, bridged phosphora-
midate, bridged methylene phosphonate, phosphorothioate,
methylphosphonate, phosphorodithioate, bridged phospho-
rothioate or sultone linkages, and combinations of such link-
ages.

The terms nucleic acid, polynucleotide and nucleotide also
specifically include nucleic acids composed of bases other
than the five biologically occurring bases (adenine, guanine,
thymine, cytosine and uracil).

As used herein, a nucleic acid molecule is said to be “iso-
lated” when the nucleic acid molecule is substantially sepa-
rated from contaminant nucleic acid molecules encoding
other polypeptides.

“Immunization” refers to the provision of antigen to a host.
In some embodiments, antigen is provided to antigen-pre-
senting cells, such as dendritic cells. As described below,
recombinant virus comprising a gene encoding an antigen can
be targeted to dendritic cells with an affinity molecule specific
to DC-SIGN on dendritic cells. Thus the antigen to which an
immune response is desired can be delivered to the dendritic
cells. Other methods of immunization are well known in the
art.

The term “immunological” or “immune” response is the
development of a beneficial humoral (antibody mediated)
and/or a cellular (mediated by antigen-specific T cells or their
secretion products) response directed against an amyloid pep-
tide in a recipient patient. Such a response can be an active
response induced by administration of immunogen or a pas-
sive response induced by administration of antibody or
primed T-cells. A cellular immune response is elicited by the
presentation of polypeptide epitopes in association with Class
I or Class II MHC molecules to activate antigen-specific
CD4* T helper cells and/or CD8" cytotoxic T cells. The
response may also involve activation of monocytes, macroph-
ages, NK cells, basophils, dendritic cells, astrocytes, micro-
glia cells, eosinophils or other components of innate immu-
nity. The presence of a cell-mediated immunological
response can be determined by proliferation assays (CD4* T
cells) or CTL (cytotoxic T lymphocyte) assays (Burke et al.,
J. Inf. Dis. 170, 1110-19 (1994)), by antigen-dependent kill-
ing (cytotoxic T lymphocyte assay, Tigges et al., J. Immunol.
156, 3901-3910) or by cytokine secretion. The relative con-
tributions of humoral and cellular responses to the protective
or therapeutic effect of an immunogen can be distinguished
by separately isolating IgG and T-cells from an immunized
syngeneic animal and measuring protective or therapeutic
effect in a second subject.

An “immunogenic agent” or “immunogen” is capable of
inducing an immunological response against itself on admin-
istration to a patient, optionally in conjunction with an adju-
vant.

The term “adjuvant” refers to a compound that when
administered in conjunction with an antigen augments,
enhances, and/or boosts the immune response to the antigen,
but when administered alone does not generate an immune
response to the antigen. An adjuvant can be administered with
the recombinant virus of the invention as a single composi-
tion, or can be administered before, concurrent with or after
administration of the recombinant virus of the invention.
Adjuvants can enhance an immune response by several
mechanisms including lymphocyte recruitment, stimulation
of B and/or T cells, and stimulation of macrophages.

“Antibodies” (Abs) and “immunoglobulins™ (Igs) are gly-
coproteins having the same structural characteristics. While
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antibodies exhibit binding specificity to a specific antigen,
immunoglobulins include both antibodies and other anti-
body-like molecules that lack antigen specificity. Polypep-
tides of the latter kind are, for example, produced at low levels
by the lymph system and at increased levels by myelomas.

The term “antibody” is used in the broadest sense and
specifically covers human, non-human (e.g. murine), chi-
meric, and humanized monoclonal antibodies (including full
length monoclonal antibodies), polyclonal antibodies, multi-
specific antibodies (e.g., bispecific antibodies), single-chain
antibodies, and antibody fragments so long as they exhibit the
desired biological activity. Typically, fragments compete
with the intact antibody from which they were derived for
specific binding to an antigen.

The term “epitope” or “antigenic determinant™ refers to a
site on an antigen to which B and/or T cells respond. B-cell
epitopes can be formed both from contiguous amino acids or
noncontiguous amino acids juxtaposed by tertiary folding of
a protein. Epitopes formed from contiguous amino acids are
typically retained on exposure to denaturing solvents whereas
epitopes formed by tertiary folding are typically lost on treat-
ment with denaturing solvents. An epitope typically includes
at least 3, and more usually, at least 5 or 8-10 amino acids in
a unique spatial conformation. Methods of determining spa-
tial conformation of epitopes include, for example, x-ray
crystallography and 2-dimensional nuclear magnetic reso-
nance. See, e.g., Epitope Mapping Protocols in Methods in
Molecular Biology, Vol. 66, Glenn E. Morris, Ed. (1996).
Antibodies that recognize the same epitope can be identified
in a simple immunoassay showing the ability of one antibody
to block the binding of another antibody to a target antigen.
T-cells recognize continuous epitopes of about nine amino
acids for CDS cells or about 13-15 amino acids for CD4 cells.
T cells that recognize the epitope can be identified by in vitro
assays that measure antigen-dependent proliferation, as
determined by *H-thymidine incorporation by primed T cells
in response to an epitope (see Burke, supra; Tigges, supra).

“Target cells” are any cells to which delivery of a poly-
nucleotide or in which expression of a gene of interest is
desired. Preferably, target cells are dendritic cells, particu-
larly dendritic cells that express DC-SIGN.

The term “mammal” is defined as an individual belonging
to the class Mammalia and includes, without limitation,
humans, domestic and farm animals, and zoo, sports, and pet
animals, such as sheep, dogs, horses, cats and cows.

The term “subject” or “patient” includes human and other
mammalian subjects that receive either prophylactic or thera-
peutic treatment.

As used herein, “treatment” is a clinical intervention that
may be therapeutic or prophylactic. In therapeutic applica-
tions, pharmaceutical compositions or medicants are admin-
istered to a patient suspected of, or already suffering from
such a disease in an amount sufficient to cure, or at least
partially arrest, the symptoms of the disease and its compli-
cations. In prophylactic applications, pharmaceutical compo-
sitions or medicants are administered to a patient susceptible
to, or otherwise at risk of, a particular disease in an amount
sufficient to eliminate or reduce the risk or delay the outset of
the disease. An amount adequate to accomplish this is defined
as a therapeutically- or pharmaceutically-eftective dose.
Such an amount can be administered as a single dosage or can
be administered according to a regimen, whereby it is effec-
tive. The amount can cure a disease but, typically, is admin-
istered in order to ameliorate the symptoms of a disease, or to
effect prophylaxis of a disease or disorder from developing.
In both therapeutic and prophylactic regimes, agents are usu-
ally administered in several dosages until a sufficient immune
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response has been achieved. Typically, the immune response
is monitored and repeated dosages are given if the immune
response starts to fade. “Treatment” need not completely
eliminate a disease, nor need it completely prevent a subject
from becoming ill with the disease or disorder.

“Tumor,” as used herein, refers to all neoplastic cell growth
and proliferation, whether malignant or benign, and all pre-
cancerous and cancerous cells and tissues.

The term “cancer” refers to a disease or disorder that is
characterized by unregulated cell growth. Examples of cancer
include, but are not limited to, carcinoma, lymphoma, blas-
toma and sarcoma. Examples of specific cancers include, but
are not limited to, lung cancer, colon cancer, breast cancer,
testicular cancer, stomach cancer, pancreatic cancer, ovarian
cancer, liver cancer, bladder cancer, colorectal cancer, and
prostate cancer. Additional cancers are well known to those of
skill in the art and include, but are not limited to: leukemia,
lymphoma, cervical cancer, glioma tumors, adenocarcino-
mas and skin cancer. Exemplary cancers include, but are not
limited to, a bladder tumor, breast tumor, prostate tumor,
basal cell carcinoma, biliary tract cancer, bladder cancer,
bone cancer, brain and CNS cancer (e.g., glioma tumor),
cervical cancer, choriocarcinoma, colon and rectum cancer,
connective tissue cancer, cancer of the digestive system;
endometrial cancer, esophageal cancer; eye cancer; cancer of
the head and neck; gastric cancer; intra-epithelial neoplasm;
kidney cancer; larynx cancer; leukemia; liver cancer; lung
cancer (e.g. small cell and non-small cell); lymphoma includ-
ing Hodgkin’s and Non-Hodgkin’s lymphoma; melanoma;
myeloma, neuroblastoma, oral cavity cancer (e.g., lip,
tongue, mouth, and pharynx); ovarian cancer; pancreatic can-
cer, retinoblastoma; rhabdomyosarcoma; rectal cancer, renal
cancer, cancer of the respiratory system; sarcoma, skin can-
cer; stomach cancer, testicular cancer, thyroid cancer; uterine
cancer, cancer of the urinary system, as well as other carci-
nomas and sarcomas. Cancer also includes neoplasias and
malignant disorders in mammals that are well known in the
art.

A “vector” is a nucleic acid that is capable of transporting
another nucleic acid. Vectors may be, for example, plasmids,
cosmids or phage. An “expression vector” is a vector that is
capable of directing expression of a protein or proteins
encoded by one or more genes carried by the vector when it is
present in the appropriate environment.

The term “regulatory element” and “expression control
element” are used interchangeably and refer to nucleic acid
molecules that can influence the transcription and/or transla-
tion of an operably linked coding sequence in a particular
environment. These terms are used broadly and cover all
elements that promote or regulate transcription, including
promoters, core elements required for basic interaction of
RNA polymerase and transcription factors, upstream ele-
ments, enhancers, and response elements (see, e.g., Lewin,
“Genes V” (Oxford University Press, Oxford) pages 847-
873). Exemplary regulatory elements in prokaryotes include
promoters, operator sequences and a ribosome binding sites.
Regulatory elements that are used in eukaryotic cells may
include, without limitation, promoters, enhancers, splicing
signals and polyadenylation signals.

The term “transfection” refers to the introduction of a
nucleic acid into a host cell.

“Retroviruses” are viruses having an RNA genome.

“Lentivirus” refers to a genus of retroviruses that are
capable of infecting dividing and non-dividing cells. Several
examples of lentiviruses include HIV (human immunodefi-
ciency virus: including HIV type 1, and HIV type 2), the
etiologic agent of the human acquired immunodeficiency
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syndrome (AIDS); visna-maedi, which causes encephalitis
(visna) or pneumonia (maedi) in sheep, the caprine arthritis-
encephalitis virus, which causes immune deficiency, arthritis,
and encephalopathy in goats; equine infectious anemia virus,
which causes autoimmune hemolytic anemia, and encephal-
opathy in horses; feline immunodeficiency virus (FIV),
which causes immune deficiency in cats; bovine immune
deficiency virus (BIV), which causes lymphadenopathy, lym-
phocytosis, and possibly central nervous system infection in
cattle; and simian immunodeficiency virus (SIV), which
cause immune deficiency and encephalopathy in sub-human
primates.

A lentiviral genome is generally organized into a 5' long
terminal repeat (LTR), the gag gene, the pol gene, the env
gene, the accessory genes (nef, vif, vpr, vpu) and a 3' LTR.
The viral LTR is divided into three regions called U3, R and
US. The U3 region contains the enhancer and promoter ele-
ments. The US region contains the polyadenylation signals.
The R (repeat) region separates the U3 and US regions and
transcribed sequences of the R region appear at both the 5'and
3'ends of the viral RNA. See, for example, “RNA Viruses: A
Practical Approach” (Alan J. Cann, Ed., Oxford University
Press, (2000)), 0 Narayan and Clements J. Gen. Virology
70:1617-1639 (1989), Fields et al. Fundamental Virology
Raven Press. (1990), Miyoshi H, Blomer U, Takahashi M,
Gage F H, Verma IM. J Virol. 72(10):8150-7 (1998),and U.S.
Pat. No. 6,013,516.

“Gammaretrovirus” refers to a genus of the retroviridae
family. Exemplary gammaretroviruses include, but are not
limited to, mouse stem cell virus, murine leukemia virus,
feline leukemia virus, feline sarcoma virus, and avian reticu-
loendotheliosis viruses.

A “hybrid virus” as used herein refers to a virus having
components from one or more other viral vectors, including
element from non-retroviral vectors, for example, adenoviral-
retroviral hybrids. As used herein hybrid vectors having a
retroviral component are to be considered within the scope of
the retroviruses.

“Virion,” “viral particle” and “retroviral particle” are used
herein to refer to a single virus comprising an RNA genome,
pol gene derived proteins, gag gene derived proteins and a
lipid bilayer displaying an envelope (glyco)protein. The RNA
genome is usually a recombinant RNA genome and thus may
contain an RNA sequence that is exogenous to the native viral
genome. The RNA genome may also comprise a defective
endogenous viral sequence.

A “pseudotyped” retrovirus is a retroviral particle having
an envelope protein that is from a virus other than the virus
from which the RNA genome is derived. The envelope protein
can be, for example and without limitation, from a different
retrovirus or from a non-retroviral origin. The envelope pro-
tein can be a native envelope protein or an envelope protein
that is modified, mutated or engineered as described herein.
In some embodiments, an envelope protein is a DC-SIGN-
specific viral glycoprotein that is derived from a glycoprotein
from one of the following: Sindbis virus, influenza virus,
Lassa fever virus, tick-borne encephalitis virus, Dengue
virus, Hepatitis B virus, Rabies virus, Semliki Forest virus,
Ross River virus, Aura virus, Borna disease virus, Hantaan
virus, and SARS-CoV virus.

“Transformation,” as defined herein, describes a process by
which exogenous DNA enters a target cell. Transformation
may rely on any known method for the insertion of foreign
nucleic acid sequences into a prokaryotic or eukaryotic host
cell and may include, but is not limited to, viral infection,
electroporation, heat shock, lipofection, and particle bom-
bardment. “Transformed” cells include stably transformed
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cells in which the inserted nucleic acid is capable of replica-
tion either as an autonomously replicating plasmid or as part
of the host chromosome. Also included are cells that tran-
siently express a gene of interest.

A “fusogenic molecule,” as described herein, is any mol-
ecule that can trigger membrane fusion when present on the
surface of a virus and allows a virus core to pass through the
membrane and, typically, enter the cytosol of a target cell.
Fusogenic molecules can be, for example, viral glycopro-
teins. Exemplary viral glycoproteins contemplated as fuso-
genic molecules include, but are not limited to hemaggluti-
nin, mutant hemagglutinin, SIN and viral glycoproteins from
the following viruses: Sindbis virus, influenza virus, Lassa
fever virus, tick-borne encephalitis virus, Dengue virus,
Hepatitis B virus, Rabies virus, Semliki Forest virus, Ross
River virus, Aura virus, Borna disease virus, Hantaan virus,
and SARS-CoV virus. Glycoproteins can be native or modi-
fied to have desired activity.

By “transgene” is meant any nucleotide sequence, particu-
larly a DNA sequence, that is integrated into one or more
chromosomes of a host cell by human intervention, such as by
the methods of the present invention. The transgene prefer-
ably comprises a “gene of interest.”

A “gene of interest” is not limited in any way and may be
any nucleic acid, without limitation, that is desired to be
delivered to, integrated, transcribed, translated, and/or
expressed in a target cell. The gene of interest may encode a
functional product, such as a protein or an RNA molecule.
Preferably the gene of interest encodes a protein or other
molecule, the expression of which is desired in the target cell.
The gene of interest is generally operatively linked to other
sequences that are useful for obtaining the desired expression
of the gene of interest, such as transcriptional regulatory
sequences. In some embodiments a gene of interest is prefer-
ably one that encodes an antigen to which an immune
response is desired. Other genes of interest that may be used
in some embodiments are genes that encode dendritic cell
activators and/or maturation factors.

A “functional relationship” and “operably linked” mean,
with respect to the gene of interest, that the gene is in the
correct location and orientation with respect to the promoter
and/or enhancer that expression of the gene will be affected
when the promoter and/or enhancer is contacted with the
appropriate molecules.

“2A sequences” or elements are small peptides introduced
as a linker between two proteins, allowing autonomous
intraribosomal self-processing of polyproteins (de Felipe.
Genetic Vaccines and Ther. 2:13 (2004); deFelipe et al. Traffic
5:616-626 (2004)). The short peptides allow co-expression of
multiple proteins from a single vector, such as co-expression
of a fusogenic molecule and affinity molecule from the same
vector. Thus, in some embodiments polynucleotides encod-
ing the 2A elements are incorporated into a vector between
polynucleotides encoding proteins to be expressed.

“DC maturation factors” (also known as “DC activators™)
are compounds that can induce activation or stimulation of
DCs such that DCs facilitate the elicitation of cellular and
humoral immune responses. Typical DC maturation factors
are known in the art and include, but are not limited to,
stimulation molecules, cytokines, chemokines, antibodies
and other agents such as Flt-3 ligands (Figdor, C. G., et al.
2004. Nat Med 10:475-480; Pulendran, B., et al. 2000. J
Immunol 165: 566-572; Maraskovsky, E., et al. 2000. Blood
96:878-884, each of which is incorporated herein by refer-
ence in its entirety). Exemplary DC maturation factors can
include, but are not limited to, GM-CSF, 1L-2, 1L-4, IL-6,
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1L-7,1L-15, 1L-21, IL-23, TNFa, B7.1, B7.2, 4-1BB, CD40
ligand (CD40OL) and drug-inducible CD40 (iCD40).
Targeting Molecules

As discussed above, a targeting molecule is incorporated
into a recombinant virus to target the virus to dendritic cells
that express DC-SIGN. The targeting molecule preferably
also mediates fusion with the cell membrane and efficient
transduction and delivery of the desired polynucleotide(s)
into the dendritic cell. Thus, the targeting molecule is typi-
cally a fusogenic molecule (FM) with the desired binding
specificity. The targeting molecule is modified, if necessary,
such that it binds to DC-SIGN on dendritic cells. In some
embodiments, the targeting molecule specifically binds to
DC-SIGN. That is, the targeting molecule preferentially
directs the recombinant virus to dendritic cells that express
DC-SIGN relative to other cell types. Thus, in some embodi-
ments, targeting molecules are created by eliminating the
ability of a FM to bind to other targets, such as hemagglutinin,
while retaining the ability to bind DC-SIGN. In other embodi-
ments, the targeting molecule can be modified to eliminate
native binding specificity to non-DC-SIGN molecules and
components thereof and add or improve binding specificity
for DC-SIGN. While some nonspecific binding to other mol-
ecules, and thus other cell types, may occur even if the tar-
geting molecule is specific for DC-SIGN, the targeting mol-
ecules are modified to have sufficient specificity to avoid
undesired side effects, such as side effects that may reduce the
desired immune response.

Targeting molecules are generally molecules that are able
to pseudotype virus and thus be incorporated in the envelope
of recombinant viruses, target dendritic cells and, under the
right conditions, induce membrane fusion and allow entry of
a gene of interest to the dendritic cells. Preferred targeting
molecules are viral glycoproteins. In addition, targeting mol-
ecules are preferably resistant to ultracentrifugation to allow
concentration, which can be important for in vivo gene deliv-
ery.

Targeting molecules preferably induce membrane fusion at
a low pH, independently of binding. Thus, in preferred
embodiments, targeting molecule-induced membrane fusion
occurs once the virus comprising the targeting molecule is
inside the endosome of a target cell and the viral core com-
ponent, including a polynucleotide of interest, is delivered to
the cytosol.

In some embodiments a tag sequence is incorporated into a
targeting molecule to allow detection of targeting molecule
expression and the presence of the targeting molecule in viral
particles.

There are two recognized classes of viral fusogens and both
can be used as targeting molecules (D. S. Dimitrov, Nature
Rev. Microbio. 2, 109 (2004)). The class I fusogens trigger
membrane fusion using helical coiled-coil structures whereas
the class II fusogens trigger fusion with 13 barrels. These two
structures have different mechanics and kinetics (D. S. Dim-
itrov, Nature Rev. Microbio. 2, 109 (2004)). In some embodi-
ments, class I fusogens are used. In other embodiments, class
1I fusogens are used. In still other embodiments, both class |
and class II fusogens are used.

Some non-limiting examples of surface glycoproteins that
may be used as targeting molecules (or as fusogenic mol-
ecules in embodiments where the viral binding and fusion
functions are separate), either in the wild type or in modified
form, include glycoproteins from alphaviruses, such as Sem-
liki Forest virus (SFV), Ross River virus (RRV) and Aura
virus (AV), which comprise surface glycoproteins such as E1,
E2, and E3. The E2 glycoproteins derived from the Sindbis
virus (SIN) and the hemagglutinin (HA) of influenza virus are
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non-retroviral glycoproteins that specifically bind particular
molecules on cell surfaces (heparin sulfate glycosaminogly-
can for E2, sialic acid for HA) and can be used to create
targeting molecules in some embodiments. Their fusion is
relatively independent of binding to receptor molecules, and
the activation of fusion is accomplished through acidification
in the endosome (Skehel and Wiley, Annu. Rev. Biochem. 69,
531-569 (2000); Smit, J. et al. J. Virol. 73, 8476-8484 (1999)).
Moreover, they can tolerate certain genetic modifications and
remain efficiently assembled on the retroviral surface (Mori-
zono et al. J. Virol. 75, 8016-8020).

In other embodiments of the invention, surface glycopro-
teins of Lassa fever virus, Hepatitis B virus, Rabies virus,
Boma disease virus, Hantaan virus, or SARS-CoV virus can
be utilized as fusion molecules.

In other embodiments of the invention, flavivirus-based
surface glycoproteins may be used as the basis for targeting
molecules. Like alphaviruses, flaviviruses use the class I
fusion molecule to mediate infection (Mukhopadhyay et al.
(2005) Rev. Microbio. 3, 13-22). prM (about 165 amino
acids) and E (about 495 amino acids) are the glycoproteins of
flaviviruses. Also, the ligand-binding pocket for one flavivi-
rus, Dengue virus (DV), has been well-characterized. Of
interest, DC-SIGN has been suggested to specifically interact
with the carbohydrate residues on the DV E protein to
enhance viral entry (Mukhopadhyay et al. (2005) Nat. Rev.
Microbio. 3, 13-22). Thus, lentiviruses enveloped only by DV
E protein, or by modified DV E protein, can be used to target
DCs. The TBE and DV E proteins, as well as other fusion
molecules described, may be engineered to provide the
desired binding specificity or to be binding deficient and
fusion competent if necessary.

In some embodiments, a form of hemagglutinin (HA) from
influenza A/fowl plague virus/Rostock/34 (FPV), a class |
fusogen, is used (T. Hatziioannou, S. Valsesia-Wittmann, S. J.
Russell, F. L. Cosset, J. Virol. 72, 5313 (1998)). In some
embodiments, a form of FPV HA is used (A. H. Lin et al.,
Hum. Gene. Ther. 12, 323 (2001)). HA-mediated fusion is
generally considered to be independent of receptor binding
(D. Lavillette, S. J. Russell, F. L. Cosset, Curr. Opin. Biotech.
12, 461 (2001)).

In other embodiments, a class II FM is used, preferably the
Sindbis virus glycoprotein from the alphavirus family (K. S.
Wang, R. J. Kuhn, E. G. Strauss, S. Ou, J. H. Strauss, J. Virol.
66, 4992 (1992)), herein also referred to as SVG. SVG
includes two transmembrane proteins (S. Mukhopadhyay, R.
J. Kuhn, M. G. Rossmann, Nature Rev. Microbio. 3, 13
(2005)), a first protein responsible for fusion (E1), and a
second protein for cell binding (E2). SVG is known to
pseudotype both oncoretroviruses and lentiviruses.

As discussed below, in some preferred embodiments a
modified SVG that preferentially binds DC-SIGN is utilized.
In other embodiments, a binding-deficient and fusion-com-
petent SVG, SVGmu, can be used as the fusogenic molecule
in combination with a separate targeting molecule, such as an
antibody to DC-SIGN or another dendritic cell specific pro-
tein. For example, a SVG fusogenic molecule can be used in
which the immunoglobulin G binding domain of protein A
(Z7. domain) is incorporated into the E2 protein and one or
more additional mutations are made to inactivate the receptor
binding sites (K. Morizono et al., Nature Med. 11, 346
(2005)).

The gene encoding the targeting molecule is preferably
cloned into an expression vector, such as pcDNA3 (Invitro-
gen). Packaging cells, such as 293T cells are then co-trans-
fected with the viral vector encoding a gene of interest (typi-
cally encoding an antigen), at least one plasmid encoding
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virus packing components, and a vector for expression of the
targeting molecule. If the targeting function is separated from
the fusogenic function, one or more vectors encoding an
affinity molecule and any associated components is also pro-
vided, The targeting molecule is expressed on the membrane
of the packaging cell and incorporated into the recombinant
virus. Expression of targeting molecules on the packaging
cell surface can be analyzed, for example, by FACS.

Based on information obtained, for example from struc-
tural studies and molecular modeling, mutagenesis may be
employed to generate the mutant forms of glycoproteins that
maintain their fusogenic ability but have the desired binding
specificity and/or level of binding. Several mutants may be
created for each glycoprotein and assayed using the methods
described below, or other methods known in the art, to iden-
tify FMs with the most desirable characteristics. For example,
targeting molecules can be tested for the ability to specifically
deliver antigens to dendritic cells by determining their ability
to stimulate an immune response without causing undesired
side effects in a mammal. The ability to specifically target
dendritic cells can also be tested directly, for example, in cell
culture as described below.

To select suitable targeting molecules (either wild-type or
mutant), viruses bearing the targeting molecule (and an affin-
ity molecule where appropriate) are prepared and tested for
their selectivity and/or their ability to facilitate penetration of
the target cell membrane. Viruses that display a wild-type
glycoprotein can be used as controls for examining titer
effects in mutants. Cells expressing the binding partner of the
targeting molecule (or affinity molecule, where appropriate)
are transduced by the virus using a standard infection assay.
After a specified time, for example 48 hours post-transduc-
tion, cells can be collected and the percentage of cells infected
by the virus comprising the targeting molecule (or affinity
molecule and fusogenic molecule) can be determined by, for
example, FACS. The selectivity can be scored by calculating
the percentage of cells infected by virus. Similarly, the effect
of mutations on viral titer can be quantified by dividing the
percentage of cells infected by virus comprising a mutant
targeting molecule by the percentage of cells infected by virus
comprising the corresponding wild type targeting molecule.
A preferred mutant will give the best combination of selec-
tivity and infectious titer. Once an targeting molecule is
selected, viral concentration assays may be performed to
confinn that viruses enveloped by the FM can be concen-
trated. Viral supernatants are collected and concentrated by
ultracentrifugation. Thetiters of viruses can be determined by
limited dilution of viral stock solution and transduction of
cells expressing the binding partner of the affinity molecule.

In some embodiments, BlaM-Vpr fusion protein may be
utilized to evaluate viral penetration, and thus the efficacy of
a fusion molecule (wild-type or mutant). Virus may be pre-
pared, for example, by transient transfection of packaging
cells with one or more vectors comprising the viral elements,
BlaM-Vpr, and the FM of interest (and an affinity molecule if
appropriate). The resulting viruses can be used to infect cells
expressing a molecule the targeting molecule (or affinity mol-
ecule) specifically binds in the absence or presence of the free
inhibitor of binding (such as an antibody). Cells can then be
washed with CO,-independent medium and loaded with
CCF2 dye (Aurora Bioscience). After incubation at room
temperature to allow completion of the cleavage reaction, the
cells can be fixed by paraformaldehyde and analyzed by
FACS and microscopy. The presence of blue cells indicates
the penetration of viruses into the cytoplasm; fewer blue cells
would be expected when blocking antibody is added.
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To investigate whether penetration is dependent upon a low
pH, and select targeting molecules (or fusogenic molecules)
with the desired pH dependence, NH,Cl or other compound
that alters pH can be added at the infection step (NH,CI will
neutralize the acidic compartments of endosomes). In the
case of NH,Cl, the disappearance of blue cells will indicate
that penetration of viruses is low pH-dependent.

In addition, to confirm that the activity is pH-dependent,
lysosomotropic agents, such as ammonium chloride, chloro-
quine, concanamycin, bafilomycin Al, monensin, nigericin,
etc., may be added into the incubation buffer. These agents
can elevate the pH within the endosomal compartments (e.g.,
Drose and Altendorf, J. Exp. Biol. 200, 1-8, 1997). The
inhibitory effect of these agents will reveal the role of pH for
viral fusion and entry. The different entry kinetics between
viruses displaying different fusogenic molecules may be
compared and the most suitable selected for a particular
application.

PCR entry assays may be utilized to monitor reverse tran-
scription and thus measure kinetics of viral DNA synthesis as
an indication of the kinetics of viral entry. For example, viral
particles comprising a particular targeting molecule may be
incubated with packaging cells, such as 293T cells, express-
ing the appropriate cognate for the targeting molecule (or a
separate affinity molecule in some embodiments). Either
immediately, or after incubation (to allow infection to occur)
unbound viruses are removed and aliquots of the cells are
analyzed. DNA may then be extracted from these aliquots and
semi-quantitative performed using L'TR-specific primers.
The appearance of LTR-specific DNA products will indicate
the success of viral entry and uncoating.

Although the targeting molecule can have both viral bind-
ing and fusion functions, in another aspect of the invention,
the viral binding and fusion functions are separated into two
distinct components. Typically, the recombinant virus com-
prises both (i) an affinity molecule that mediates viral binding
and precisely targets the virus to dendritic cells, and (ii) a
distinct fusogenic molecule (FM) that mediates efficient
transduction and delivery of the desired polynucleotide into
the dendritic cells. The methods disclosed herein may be
readily adopted to utilize any of a variety of affinity molecules
and fusogenic molecules. In addition to those described
herein, other exemplary fusogenic molecules and related
methods are described, for example, in U.S. patent applica-
tion Ser. No. 11/071,785, filed Mar. 2, 2005 (published as
U.S. Patent Application Publication 2005-0238626), and in
U.S. patent application Ser. No. 11/446,353, filed Jun. 1, 2006
(published as U.S. Patent Application Publication 2007/
0020238), each of which is incorporated herein by reference
in its entirety.

The affinity molecule is one that binds a dendritic cell
surface marker. In preferred embodiments, the affinity mol-
ecule binds DC-SIGN with specificity. That is, the binding of
the affinity molecule to DC-SIGN is preferably specific
enough to avoid undesired side effects due to interaction with
markers on other cell types. The affinity molecule can be, for
example, an antibody that specifically binds DC-SIGN.

In some preferred embodiments, the fusion molecule is a
viral glycoprotein that mediates fusion or otherwise facili-
tates delivery of the gene of interest to the dendritic cell,
preferably in response to the low pH environment of the
endosome. The fusion molecule preferably exhibits fast
enough kinetics that the viral contents can empty into the
cytosol before the degradation of the viral particle. In addi-
tion, the fusion molecule can be modified to reduce or elimi-
nate any binding activity and thus reduce or eliminate any
non-specific binding. That is, by reducing the binding ability
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of'the fusion molecules, binding of the virus to the target cell
is determined predominantly or entirely by the affinity mol-
ecule, allowing for high target specificity and reducing undes-
ired effects. Exemplary fusion molecules include, but are not
limited to viral glycoproteins derived from one of the follow-
ing viruses: Sindbis virus, influenza virus, Lassa fever virus,
tick-borne encephalitis virus, Dengue virus, Hepatitis B
virus, Rabies virus, Semliki Forest virus, Ross River virus,
Aura virus, Borna disease virus, Hantaan virus, and SARS-
CoV virus.

The methods disclosed herein can be readily adopted to
utilize any of a variety of molecules as targeting molecules, or
as fusogenic molecules in combination with affinity mol-
ecules. In addition to those described herein, other exemplary
molecules and related methods are described, for example, in
U.S. Patent Application Publication 2005/0238626 and in
U.S. Patent Application Publication 2007/0020238).
Vectors

In a preferred embodiment, one or more vectors are used to
introduce polynucleotide sequences into a packaging cell line
for the preparation of a recombinant virus as described herein.
The vectors can contain polynucleotide sequences encoding
the various components of the recombinant virus including
the DC-specific targeting molecule, a gene(s) of interest
(typically encoding an antigen), and any components neces-
sary for the production ofthe virus that are not provided by the
packaging cell. In some embodiments, vectors containing
polynucleotide sequences that encode a DC-specific affinity
molecule and a separate fugosenic molecule are substituted
for a vector that encodes a DC-specific targeting molecule in
the preparation of the virus. Eukaryotic cell expression vec-
tors are well known in the art and are available from a number
of commercial sources.

In one aspect of the invention, vectors containing poly-
nucleotide sequences that encode DC maturation factors are
also used in the preparation of the virus. These polynucle-
otides are typically under the control of one or more regula-
tory elements that direct the expression of the coding
sequences in the packaging cell and the target cell, as appro-
priate. Several lines of evidence have shown the success of
DC vaccination is dependent on the maturation state of DCs
(Banchereau, J and Palucka, A. K. Nat. Rev. Immunol. 5:296-
306 (2005); Schuler, G. et al. Curr. Opin. Immuno 1.15:138-
147 (2003); Figdor, C. G. et al. Nat. Med. 10:475-480 (2004),
each of which is incorporated herein by reference). Matura-
tion can transform DCs from cells actively involved in anti-
gen capture into cells specialized for T cell priming. In one
aspect of the invention, the vector includes genes that encode
the stimulatory molecules to trigger the desired DC matura-
tion. Such stimulatory molecules are also referred to as matu-
ration factors or maturation stimulatory factors.

In some embodiments, packaging cells are co-transfected
with a viral vector encoding an antigen and one or more
additional vectors. For example, in addition to the viral vector
encoding an antigen, a second vector preferably carries a gene
encoding a targeting molecule that binds dendritic cells, such
SVGmu, as described elsewhere in the application. In some
preferred embodiments, the targeting molecule encodes a
modified viral glycoprotein that is specific for DC-SIGN. The
modified viral glycoprotein is preferably one derived from at
least one of the following: Sindbis virus, influenza virus,
Lassa fever virus, tick-borne encephalitis virus, Dengue
virus, Hepatitis B virus, Rabies virus, Semliki Forest virus,
Ross River virus, Aura virus, Borna disease virus, Hantaan
virus, and SARS-CoV virus. In some embodiments, the viral
vector encoding an antigen also includes a polynucleotide
sequence encoding a DC maturation factor. In some embodi-
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ments, the polynucleotide sequence encoding a DC matura-
tion factor is contained in a third vector that is co-transfected
with the viral vector encoding an antigen and the one or more
additional vectors into the packaging cells.

In other embodiments, one or more multicistronic expres-
sion vectors are utilized that include two or more of the
elements (e.g., the viral genes, gene(s) of interest, the target-
ing molecule, DC maturation factors) necessary for produc-
tion of the desired recombinant virus in packaging cells. The
use of multicistronic vectors reduces the total number of
vectors required and thus avoids the possible difficulties asso-
ciated with coordinating expression from multiple vectors. In
a multicistronic vector the various elements to be expressed
are operably linked to one or more promoters (and other
expression control elements as necessary). In other embodi-
ments a multicistronic vector comprising a gene of interest, a
reporter gene, and viral elements is used. The gene of interest
typically encodes an antigen and, optionally, a DC maturation
factor. Such a vector may be cotransfected, for example,
along with a vector encoding a targeting molecule, or, in some
embodiments, a multicistronic vector encoding both an FM
and an affinity molecule. In some embodiments the multicis-
tronic vector comprises a gene encoding an antigen, a gene
encoding a DC maturation factor and viral elements.

Each component to be expressed in a multicistronic expres-
sion vector may be separated, for example, by an IRES ele-
ment oraviral 2A element, to allow for separate expression of
the various proteins from the same promoter. IRES elements
and 2A elements are known in the art (U.S. Pat. No. 4,937,
190; de Felipe et al. 2004. Traffic 5: 616-626, each of which is
incorporated herein by reference in its entirety). In one
embodiment, oligonucleotides encoding furin cleavage site
sequences (RAKR) (Fang et al. 2005. Nat. Biotech 23: 584-
590, which is incorporated herein by reference in its entirety)
linked with 2A-like sequences from foot-and-mouth diseases
virus (FMDV), equine rhinitis A virus (ERAV), and thosea
asigna virus (TaV) (Szymczak et al. 2004. Nat. Biotechnol.
22: 589-594, which is incorporated herein by reference in its
entirety) are used to separate genetic elements in a multicis-
tronic vector. The efficacy of a particular multicistronic vec-
tor for use in synthesizing the desired recombinant virus can
readily be tested by detecting expression of each of the genes
using standard protocols.

Generation of the vector(s) can be accomplished using any
suitable genetic engineering techniques known in the art,
including, without limitation, the standard techniques of
restriction endonuclease digestion, ligation, transformation,
plasmid purification, and DNA sequencing, for example as
described in Sambrook et al. (1989. Molecular Cloning: A
Laboratory Manual. Cold Spring Harbor Laboratory Press,
N.Y.), Coffin et al. (Retroviruses. Cold Spring Harbor Labo-
ratory Press, N. Y. (1997)) and “RNA Viruses: A Practical
Approach” (Alan J. Cann, Ed., Oxford University Press,
(2000), each of the foregoing which is incorporated herein by
reference in its entirety.

The vector(s) may incorporate sequences from the genome
of any known organism. The sequences may be incorporated
in their native form or may be modified in any way. For
example, the sequences may comprise insertions, deletions or
substitutions.

Expression control elements that may be used for regulat-
ing the expression of the components are known in the art and
include, but are not limited to, inducible promoters, constitu-
tive promoters, secretion signals, enhancers and other regu-
latory elements.

In one embodiment, a vector can include a prokaryotic
replicon, i.e., a DNA sequence having the ability to direct
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autonomous replication and maintenance of the recombinant
DNA molecule extrachromosomally in a prokaryotic host
cell, such as a bacterial host cell, transformed therewith. Such
replicons are well known in the art. In addition, vectors that
include a prokaryotic replicon may also include a gene whose
expression confers a detectable marker such as a drug resis-
tance. Typical bacterial drug resistance genes are those that
confer resistance to ampicillin or tetracycline.

The vector(s) may include one or more genes for selectable
markers that are effective in a eukaryotic cell, such as a gene
for a drug resistance selection marker. This gene encodes a
factor necessary for the survival or growth of transformed
host cells grown in a selective culture medium. Host cells not
transformed with the vector containing the selection gene will
not survive in the culture medium. Typical selection genes
encode proteins that confer resistance to antibiotics or other
toxins, e.g., ampicillin, neomycin, methotrexate, or tetracy-
cline, complement auxotrophic deficiencies, or supply criti-
cal nutrients withheld from the media. The selectable marker
can optionally be present on a separate plasmid and intro-
duced by co-transfection.

Vectors will usually contain a promoter that is recognized
by the packaging cell and that is operably linked to the poly-
nucleotide(s) encoding the targeting molecule, viral compo-
nents, and the like. A promoter is an expression control ele-
ment formed by a nucleic acid sequence that permits binding
of RNA polymerase and transcription to occur. Promoters are
untranslated sequences that are located upstream (5') to the
start codon of a structural gene (generally within about 100 to
1000 bp) and control the transcription and translation of the
antigen-specific polynucleotide sequence to which they are
operably linked. Promoters may be inducible or constitutive.
The activity of the inducible promoters is induced by the
presence or absence of biotic or abiotic factors. Inducible
promoters can be a useful tool in genetic engineering because
the expression of genes to which they are operably linked can
be turned on or off at certain stages of development of an
organism or in a particular tissue. Inducible promoters can be
grouped as chemically-regulated promoters, and physically-
regulated promoters. Typical chemically-regulated promot-
ers include, not are not limited to, alcohol-regulated promot-
ers (e.g. alcohol dehydrogenase 1 (alcA) gene promoter),
tetracycline-regulated promoters (e.g. tetracycline-respon-
sive promoter), steroid-regulated promoter (e.g. rat glucocor-
ticoid receptor (GR)-based promoter, human estrogen recep-
tor (ER)-based promoter, moth ecdysone receptor-based
promoter, and the promoters based on the steroid/retinoid/
thyroid receptor superfamily), metal-regulated promoters
(e.g. metallothionein gene-based promoters), and pathogen-
esis-related promoters (e.g. Arabidopsis and maize pathogen-
related (PR) protein-based promoters). Typical physically-
regulated promoters include, but are not limited to,
temperature-regulated promoters (e.g. heat shock promot-
ers), and light-regulated promoters (e.g. soybean SSU pro-
moter). Other exemplary promoters are described elsewhere,
for example, in hyper text transfer protocol: //www.patentlen-
s.net/daisy/promoters/768/271.html, which is incorporated
herein by reference in its entirety.

One of skill in the art will be able to select an appropriate
promoter based on the specific circumstances. Many different
promoters are well known in the art, as are methods for
operably linking the promoter to the gene to be expressed.
Both native promoter sequences and many heterologous pro-
moters may be used to direct expression in the packaging cell
and target cell. However, heterologous promoters are pre-
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ferred, as they generally permit greater transcription and
higher yields of the desired protein as compared to the native
promoter.

The promoter may be obtained, for example, from the
genomes of viruses such as polyoma virus, fowlpox virus,
adenovirus, bovine papilloma virus, avian sarcoma virus,
cytomegalovirus, a retrovirus, hepatitis-B virus and Simian
Virus 40 (SV40). The promoter may also be, for example, a
heterologous mammalian promoter, e.g., the actin promoter
or an immunoglobulin promoter, a heat-shock promoter, or
the promoter normally associated with the native sequence,
provided such promoters are compatible with the target cell.
In one embodiment, the promoter is the naturally occurring
viral promoter in a viral expression system. In some embodi-
ments, the promoter is a dendritic cell-specific promoter. The
dendritic cell-specific promoter can be, for example, CD11c
promoter.

Transcription may be increased by inserting an enhancer
sequence into the vector(s). Enhancers are typically cis-act-
ing elements of DNA, usually about 10 to 300 bp in length,
that act on a promoter to increase its transcription. Many
enhancer sequences are now known from mammalian genes
(globin, elastase, albumin, a-fetoprotein, and insulin). Pref-
erably an enhancer from a eukaryotic cell virus will be used.
Examples include the SV40 enhancer on the late side of the
replication origin (bp 100-270), the cytomegalovirus early
promoter enhancer, the polyoma enhancer on the late side of
the replication origin, and adenovirus enhancers. The
enhancer may be spliced into the vector at a position 5' or 3'to
the antigen-specific polynucleotide sequence, but is prefer-
ably located at a site 5' from the promoter.

Expression vectors will also contain sequences necessary
for the termination of transcription and for stabilizing the
mRNA. These sequences are often found in the 5' and, occa-
sionally 3', untranslated regions of eukaryotic or viral DNAs
or cDNAs and are well known in the art.

Plasmid vectors containing one or more of the components
described above are readily constructed using standard tech-
niques well known in the art.

For analysis to confirm correct sequences in plasmids con-
structed, the plasmid may be replicated in E. coli, purified,
and analyzed by restriction endonuclease digestion, and/or
sequenced by conventional methods.

Vectors that provide for transient expression in mammalian
cells may also be used. Transient expression involves the use
of'an expression vector that is able to replicate efficiently in a
host cell, such that the host cell accumulates many copies of
the expression vector and, in turn, synthesizes high levels of
athe polypeptide encoded by the antigen-specific polynucle-
otide in the expression vector. See Sambrook et al., supra, pp.
16.17-16.22.

Other vectors and methods suitable for adaptation to the
expression of the viral polypeptides are well known in the art
and are readily adapted to the specific circumstances.

Using the teachings provided herein, one of skill in the art
will recognize that the efficacy of a particular expression
system can be tested by transforming packaging cells with a
vector comprising a gene encoding a reporter protein and
measuring the expression using a suitable technique, for
example, measuring fluorescence from a green fluorescent
protein conjugate. Suitable reporter genes are well known in
the art.

Transformation of packaging cells with vectors of the
present invention is accomplished by well-known methods,
and the method to be used is not limited in any way. A number
of' non-viral delivery systems are known in the art, including
for example, electroporation, lipid-based delivery systems
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including liposomes, delivery of “naked” DNA, and delivery
using polycyclodextrin compounds, such as those described
in Schatzlein A G. (2001. Non-Viral Vectors in Cancer Gene
Therapy: Principles and Progresses. Amnticancer Drugs,
which is incorporated herein by reference in its entirety).
Cationic lipid or salt treatment methods are typically
employed, see, for example, Graham et al. (1973. Virol.
52:456; Wigler et al. (1979. Proc. Natl. Acad. Sci. USA
76:1373-76), each of the foregoing which is incorporated
herein by reference in its entirety. The calcium phosphate
precipitation method is preferred. However, other methods
for introducing the vector into cells may also be used, includ-
ing nuclear microinjection and bacterial protoplast fusion.
Viral Vector and Packaging Cells

One of the vectors encodes the core virus (the “viral vec-
tor”). There are a large number of available viral vectors that
are suitable for use with the invention, including those iden-
tified for human gene therapy applications, such as those
described by Pfeifer and Verma (Pfeifer, A. and 1. M. Verma.
2001. Annu. Rev. Genomics Hum. Genet. 2:177-211, which is
incorporated herein by reference in its entirety). Suitable viral
vectors include vectors based on RNA viruses, such as retro-
virus-derived vectors, e.g., Moloney murine leukemia virus
(MLV)-derived vectors, and include more complex retrovi-
rus-derived vectors, e.g., lentivirus-derived vectors. Human
Immunodeficiency virus (HIV-1)-derived vectors belong to
this category. Other examples include lentivirus vectors
derived from HIV-2, feline immunodeficiency virus (FIV),
equine infectious anemia virus, simian immunodeficiency
virus (SIV) and maedi/visna virus.

The viral vector preferably comprises one or more genes
encoding components of the recombinant virus as well as one
or more genes of interest, such as, for example, an antigen
and/or a DC maturation factor. The viral vector may also
comprise genetic elements that facilitate expression of the
gene of interest in a target cell, such as promoter and enhancer
sequences. In order to prevent replication in the target cell,
endogenous viral genes required for replication may be
removed and provided separately in the packaging cell line.

In a preferred embodiment the viral vector comprises an
intact retroviral 5' LTR and a self-inactivating 3' LTR.

Any method known in the art may be used to produce
infectious retroviral particles whose genome comprises an
RNA copy of the viral vector. To this end, the viral vector
(along with other vectors encoding the gene of interest, the
DC-specific targeting molecule, etc.) is preferably introduced
into a packaging cell line that packages viral genomic RNA
based on the viral vector into viral particles.

The packaging cell line provides the viral proteins that are
required in trans for the packaging of the viral genomic RNA
into viral particles. The packaging cell line may be any cell
line that is capable of expressing retroviral proteins. Preferred
packaging cell lines include 293 (ATCC CCL X), Hela
(ATCCCCL 2),D17 (ATCC CCL 183), MDCK (ATCC CCL
34), BHK (ATCC CCL-10) and Cf2Th (ATCC CRL 1430).
The packaging cell line may stably express the necessary viral
proteins. Such a packaging cell line is described, for example,
in U.S. Pat. No. 6,218,181, which is incorporated herein by
reference in its entirety. Alternatively a packaging cell line
may be transiently transfected with plasmids comprising
nucleic acid that encodes one or more necessary viral pro-
teins, including the DC-specific targeting molecule (or alter-
natively, a DC-specific affinity molecule and fusogenic mol-
ecule) along with the viral vectors encoding the gene of
interest, which typically encodes an antigen and can addition-
ally encode a DC maturation factor.
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Viral particles comprising a polynucleotide with the gene
of interest and a targeting molecule that is specific for den-
dritic cells are collected and allowed to infect the target cell.
In some preferred embodiments, the virus is pseudotyped to
achieve target cell specificity. Methods for pseudotyping are
well known in the art and also described herein.

In one embodiment, the recombinant virus used to deliver
the gene of interest is a modified lentivirus and the viral vector
is based on a lentivirus. As lentiviruses are able to infect both
dividing and non-dividing cells, in this embodiment it is not
necessary for target cells to be dividing (or to stimulate the
target cells to divide).

In another embodiment, the recombinant virus used to
deliver the gene of interest is a modified gammaretrovirus and
the viral vector is based on a gammaretrovirus.

In another embodiment the vector is based on the murine
stem cell virus (MSCV; (Hawley, R. G, et al. (1996) Proc.
Natl. Acad. Sci. USA 93:10297-10302; Keller, G., et al.
(1998) Blood 92:877-887; Hawley, R. G., et al. (1994) Gene
Ther. 1:136-138, each of the foregoing which is incorporated
herein by reference in its entirety). The MSCV vector pro-
vides long-term stable expression in target cells, particularly
hematopoietic precursor cells and their differentiated prog-
eny.

In another embodiment, the vector is based on a modified
Moloney virus, for example a Moloney Murine Leukemia
Virus. The viral vector can also can be based on a hybrid virus
such as that described in Choi, J. K., et al. (2001. Stem Cells
19, No. 3, 236-246, which is incorporated herein by reference
in its entirety).

A DNA viral vector may be used, including, for example
adenovirus-based vectors and adeno-associated virus (AAV)-
based vectors. Likewise, retroviral-adenoviral vectors also
can be used with the methods of the invention.

Other vectors also can be used for polynucleotide delivery
including vectors derived from herpes simplex viruses
(HSVs), including amplicon vectors, replication-defective
HSV and attenuated HSV (Krisky D M, Marconi P C, Oligino
T J, Rouse R J, Fink D J, et al. 1998. Development of herpes
simplex virus replication-defective multigene vectors for
combination gene therapy applications. Gene Ther. 5: 1517-
30, which is incorporated herein by reference in its entirety).

Other vectors that have recently been developed for gene
therapy uses can also be used with the methods of the inven-
tion. Such vectors include those derived from baculoviruses
and alpha-viruses. (Jolly D J. 1999. Emerging viral vectors.
pp 209-40 in Friedmann T, ed. 1999. The development of
human gene therapy. New York: Cold Spring Harbor Lab,
which is incorporated herein by reference in its entirety).

In some preferred embodiments, the viral construct com-
prises sequences from a lentivirus genome, such as the HIV
genome or the SIV genome. The viral construct preferably
comprises sequences from the 5' and 3' LTRs of a lentivirus.
More preferably the viral construct comprises the R and U5
sequences from the 5' LTR ofa lentivirus and an inactivated or
self-inactivating 3' LTR from a lentivirus. The LTR sequences
may be LTR sequences from any lentivirus from any species.
For example, they may be LTR sequences from HIV, SIV, FIV
or BIV. Preferably the LTR sequences are HIV LTR
sequences.

The viral construct preferably comprises an inactivated or
self-inactivating 3' LTR. The 3' LTR may be made self-inac-
tivating by any method known in the art. In the preferred
embodiment the U3 element of the 3' LTR contains a deletion
of its enhancer sequence, preferably the TATA box, Spl and
NF-kappa B sites. As a result of the self-inactivating 3' TR,
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the provirus that is integrated into the host cell genome will
comprise an inactivated 5' LTR.

Optionally, the U3 sequence from the lentiviral 5' LTR may
be replaced with a promoter sequence in the viral construct.
This may increase the titer of virus recovered from the pack-
aging cell line. An enhancer sequence may also be included.
Any enhancer/promoter combination that increases expres-
sion of the viral RNA genome in the packaging cell line may
be used. In a preferred embodiment the CMV enhancer/pro-
moter sequence is used.

In some preferred embodiments, the viral construct com-
prises sequences from a gammaretrovirus genome, such as
the mouse stem cell virus (MSCV) genome or the murine
leukemia virus (MLV) genome. The viral construct prefer-
ably comprises sequences from the 5' and 3' LTRs of a gam-
maretrovirus. The ITR sequences may be LTR sequences
from any gammaretrovirus from any species. For example,
they may be LTR sequences from mouse stem cell virus
(MSCV), murine leukemia virus (MLV), feline leukemia
virus (FLV), feline sarcoma virus (FAV), and avian reticu-
loendotheliosis viruses (ARV). Preferably the LTR sequences
are MSCV and MLV LTR sequences.

In some embodiments, the viral construct preferably com-
prises an inactivated or self-inactivating 3' LTR. The 3' LTR
may be made self-inactivating by any method known in the
art. In the preferred embodiment the U3 element of the 3' LTR
contains a deletion of its enhancer sequence, preferably the
TATA box, Spl and NF-kappa B sites. As a result of the
self-inactivating 3' LTR, the provirus that is integrated into the
host cell genome will comprise an inactivated 5' LTR.

Optionally, the U3 sequence from the gammaretroviral 5'
LTR may be replaced with a promoter sequence in the viral
construct. This may increase the titer of virus recovered from
the packaging cell line. An enhancer sequence may also be
included. Any enhancer/promoter combination that increases
expression of the viral RNA genome in the packaging cell line
may be used. In a preferred embodiment the CMV enhancer/
promoter sequence is used.

The viral construct generally comprises a gene that
encodes an antigen that is desirably expressed in one or more
target cells. Preferably the gene of interest is located between
the 5' LTR and 3' LTR sequences. Further, the gene of interest
is preferably in a functional relationship with other genetic
elements, for example transcription regulatory sequences
such as promoters and/or enhancers, to regulate expression of
the gene of interest in a particular manner once the gene is
incorporated into the target cell. In certain embodiments, the
useful transcriptional regulatory sequences are those that are
highly regulated with respect to activity, both temporally and
spatially.

In some embodiments, the gene of interest is in a functional
relationship with internal promoter/enhancer regulatory
sequences. An “internal” promoter/enhancer is one that is
located between the 5' LTR and the 3' LTR sequences in the
viral construct and is operably linked to the gene that is
desirably expressed.

The internal promoter/enhancer may be any promoter,
enhancer or promoter/enhancer combination known to
increase expression of a gene with which it is in a functional
relationship. A “functional relationship” and “operably
linked” mean, without limitation, that the gene is in the cor-
rect location and orientation with respect to the promoter
and/or enhancer that expression of the gene will be affected
when the promoter and/or enhancer is contacted with the
appropriate molecules.

The internal promoter/enhancer is preferably selected
based on the desired expression pattern of the gene of interest
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and the specific properties of known promoters/enhancers.
Thus, the internal promoter may be a constitutive promoter.
Non-limiting examples of constitutive promoters that may be
used include the promoter for ubiquitin, CMV (Karasuyama
etal. 1989. J. Exp. Med. 169:13, which is incorporated herein
by reference in its entirety), beta-actin (Gunning et al. 1989.
Proc. Natl. Acad. Sci. USA 84:4831-4835, which is incorpo-
rated herein by reference in its entirety) and pgk (see, for
example, Adra et al. 1987. Gene 60:65-74; Singer-Sam et al.
1984. Gene 32:409-417; and Dobson et al. 1982. Nucleic
Acids Res. 10:2635-2637, each of the foregoing which is
incorporated herein by reference in its entirety).

Alternatively, the promoter may be a tissue specific pro-
moter. In some preferred embodiments, the promoter is a
target cell-specific promoter. For example, the promoter can
be the dendritic cell-specific promoter CD11c (Masood, R., et
al. 2001. Int J Mol Med 8:335-343; Somia, N. V., et al. 1995.
Proc Acad Sci USA 92:7570-7574, each of which is incorpo-
rated herein by reference in its entirety.) In addition, promot-
ers may be selected to allow for inducible expression of the
gene. A number of systems for inducible expression are
known in the art, including the tetracycline responsive system
and the lac operator-repressor system. It is also contemplated
that a combination of promoters may be used to obtain the
desired expression of the gene of interest. The skilled artisan
will be able to select a promoter based on the desired expres-
sion pattern of the gene in the organism and/or the target cell
of interest.

In some embodiments the viral construct preferably com-
prises at least one RNA Polymerase II or III promoter. The
RNA Polymerase II or III promoter is operably linked to the
gene of interest and can also be linked to a termination
sequence. In addition, more than one RNA Polymerase II or
IIT promoters may be incorporated.

RNA polymerase II and III promoters are well known to
one of skill in the art. A suitable range of RNA polymerase 111
promoters can be found, for example, in Paule and White.
Nucleic Acids Research.,Vol 28, pp 1283-1298 (2000), which
is incorporated herein by reference in its entirety. The defini-
tion of RNA polymerase II or Il promoters, respectively, also
include any synthetic or engineered DNA fragment that can
direct RNA polymerase I or I11, respectively, to transcribe its
downstream RNA coding sequences. Further, the RNA poly-
merase I or III (Pol II or III) promoter or promoters used as
part of the viral vector can be inducible. Any suitable induc-
ible Pol Il or III promoter can be used with the methods of the
invention. Particularly suited Pol II or III promoters include
the tetracycline responsive promoters provided in Ohkawa
and Taira Human Gene Therapy, Vol. 11, pp 577-585 (2000)
and in Meissner et al. Nucleic Acids Research, Vol. 29, pp
1672-1682 (2001), each of which is incorporated herein by
reference in its entirety.

An internal enhancer may also be present in the viral con-
struct to increase expression of the gene of interest. For
example, the CMV enhancer (Karasuyama et al. 1989.J. Exp.
Med. 169:13, which is incorporated herein by reference in its
entirety) may be used. In some embodiments, the CMV
enhancer can be used in combination with the chicken 13-ac-
tin promoter. One of skill in the art will be able to select the
appropriate enhancer based on the desired expression pattern.

The polynucleotide or gene of interest is not limited in any
way and includes any nucleic acid that the skilled practitioner
desires to have integrated, transcribed, translated, and/or
expressed in the target cell. In some embodiments, the poly-
nucleotide can be a gene that encodes an antigen against
which an immune response is desired. In some embodiments,
the polynucleotide can be a gene encoding a small inhibiting
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RNA (siRNA) or a microRNA (miRNA) of interest that
down-regulates expression of a molecule. For example, the
gene encoding an siRNA or a microRNA can be used to
down-regulate expression of negative regulators in a cell,
including those that inhibit activation or maturation of den-
dritic cells. siRNAs and microRNAs are known in the art and
describe elsewhere (Shen, L. et al. 2004. Nat Biotech 22(12):
1546-1553; Zhou, H. et al. 2006. Biochemical and Biophysi-
cal Research Communications 347:200-207; Song, X-T., et
al. 2006. PLoS Medicine 3(1):el 1; Kobayashi, T. and A.
Yoshimura. 2005. TRENDS in Immunology 26(4):177-179;
Taganov, K., et al. 2007. Immunity 26:133-137; Dahlberg, J.
E.and E. Lund. 2007. Sci. STKE 387:pe25, each of which is
incorporated herein by reference in its entirety).

In addition, in some embodiments, the polynucleotide can
contain more than one gene of interest, which can be placed in
functional relationship with the viral promoter. The gene of
interest can encode a protein, a siRNA, or a microRNA. In
some embodiments, the polynucleotide to be delivered can
comprise multiple genes encoding at least one protein, at least
one siRNA, at least one microRNA, or any combinations
thereof. For example, the polynucleotide to be delivered can
include one or more genes that encode one or more antigens
against which an immune response is desired. The one or
more antigens can be associated with a single disease or
disorder, or the can be associated with multiple diseases and/
or disorders. In some embodiments, a gene encoding an
immune regulatory protein can be constructed with a primary
gene encoding an antigen against which an immune response
is desired, and the combination can elicit and regulate the
immune response to the desired direction and magnitude. In
some embodiments, a gene encoding an siRNA or microRNA
can be constructed with a primary gene encoding an antigen
against which an immune response is desired, and the com-
bination can regulate the scope of the immune response. (See,
for example, embodiments of polynucleotides in FIG. 24¢
and FIG. 244, with accompanying sequences in SEQ ID NO:
9 and SEQ ID NO: 10, respectively.) In some embodiments, a
gene encoding a marker protein can be placed after a primary
gene of interest to allow for identification of cells that are
expressing the desired protein. In one embodiment a fluores-
cent marker protein, preferably green fluorescent protein
(GFP), is incorporated into the construct along with the gene
of interest (typically encoding an antigen). If more than one
gene is included, internal ribosomal entry site (IRES)
sequences, or 2A elements are also preferably included, sepa-
rating the primary gene of interest from a reporter gene and/or
any other gene of interest. The IRES or 2A sequences may
facilitate the expression of the reporter gene, or other genes.

The viral construct may also contain additional genetic
elements. The types of elements that may be included in the
construct are not limited in any way and will be chosen by the
skilled practitioner to achieve a particular result. For
example, a signal that facilitates nuclear entry of the viral
genome in the target cell may be included. An example of
such a signal is the HIV-1 flap signal.

Further, elements may be included that facilitate the char-
acterization of the provirus integration site in the target cell.
For example, a tRNA amber suppressor sequence may be
included in the construct.

In addition, the construct may contain one or more genetic
elements designed to enhance expression of the gene of inter-
est. For example, a woodchuck hepatitis virus responsive
element (WRE) may be placed into the construct (Zufferey et
al. 1999. J. Virol. 74:3668-3681; Deglon et al. 2000. Hum.
Gene Ther. 11:179-190, each of which is incorporated herein
by reference in its entirety).
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A chicken 13-globin insulator may also be included in the
viral construct. This element has been shown to reduce the
chance of silencing the integrated provirus in the target cell
due to methylation and heterochromatinization effects. In
addition, the insulator may shield the internal enhancer, pro-
moter and exogenous gene from positive or negative posi-
tional effects from surrounding DNA at the integration site on
the chromosome.

Any additional genetic elements are preferably inserted 3'
of the gene of interest.

In a specific embodiment, the viral vector comprises: a
cytomegalovirus (CMV) enhancer/promoter sequence; the R
and US sequences from the HIV 5' LTR; the HIV-1 flap signal;
an internal enhancer; an internal promoter; a gene of interest;
the woodchuck hepatitis virus responsive element; a tRNA
amber suppressor sequence; a U3 element with a deletion of
its enhancer sequence; the chicken beta-globin insulator; and
the R and U5 sequences of the 3' HIV LTR.

The viral construct is preferably cloned into a plasmid that
may be transfected into a packaging cell line. The preferred
plasmid preferably comprises sequences useful for replica-
tion of the plasmid in bacteria.

Delivery of the Virus

The virus may be delivered to a target cell in any way that
allows the virus to contact the target dendritic cells (DCs) in
which delivery of a polynucleotide of interest is desired. In
preferred embodiments, a suitable amount of virus is intro-
duced into an animal directly (in vivo), for example though
injection into the body. In some preferred embodiments, the
viral particles are injected into a mammal’s peripheral blood
stream. In other preferred embodiments, the viral particles are
injected into a mammal through intra-dermal injection, sub-
cutaneous injection, intra-peritoneal cavity injection, or intra-
venal injection. The virus may be delivered using a subdermal
injection device such the devices disclosed in U.S. Pat. Nos.
7,241,275, 7,115,108, 7,108,679, 7,083,599, 7,083,592,
7,047,070, 6,971,999, 6,808,506, 6,780,171, 6,776,776,
6,689,118, 6,670,349, 6,569,143, 6,494,865, 5,997,501,
5,848,991, 5,328,483, 5,279,552, 4,886,499, all of which are
incorporated by reference in their entirety for all purposes.
Other injection locations also are suitable, such as directly
into organs comprising target cells. For example intra-lymph
node injection, intra-spleen injection, or intra-bone marrow
injection may be used to deliver virus to the lymph node, the
spleen and the bone marrow, respectively. Depending on the
particular circumstances and nature of the target cells, intro-
duction can be carried out through other means including for
example, inhalation, or direct contact with epithelial tissues,
for example those in the eye, mouth or skin.

In other embodiments, target cells are provided and con-
tacted with the virus in vitro, such as in culture plates. The
target cells are typically dendritic cells obtained from a
healthy subject or a subject in need of treatment. Preferably,
the target cells are dendritic cells obtained from a subject in
whom it is desired to stimulate an immune response to an
antigen. Methods to obtain cells from a subject are well
known in the art. The virus may be suspended in media and
added to the wells of a culture plate, tube or other container.
The media containing the virus may be added prior to the
plating of the cells or after the cells have been plated. Prefer-
ably cells are incubated in an appropriate amount of media to
provide viability and to allow for suitable concentrations of
virus in the media such that infection of the host cell occurs.

The cells are preferably incubated with the virus for a
sufficient amount of time to allow the virus to infect the cells.

10

15

20

25

30

35

40

45

50

55

60

65

30

Preferably the cells are incubated with virus for at least 1
hour, more preferably at least 5 hours and even more prefer-
ably at least 10 hours.

In both in vivo and in vitro delivery embodiments, any
concentration of virus that is sufficient to infect the desired
target cells may be used, as can be readily determined by the
skilled artisan. When the target cell is to be cultured, the
concentration of the viral particles is at least 1 PFU/ul, more
preferably at least 10 PFU/ul, even more preferably at least
400 PFU/ul and even more preferably at least 1x10* PFU/ul.

In some embodiments, following infection with the virus in
vitro, target cells can be introduced (or re-introduced) into an
animal. In some embodiments, the cells can be introduced
into the dermis, under the dermis, or into the peripheral blood
stream. The cells introduced into an animal are preferably
cells derived from that animal, to avoid an adverse immune
response. Cells also can be used that are derived from a donor
animal having a similar immune background. Other cells also
can be used, including those designed to avoid an adverse
immunogenic response.

The target cells may be analyzed, for example for integra-
tion, transcription and/or expression of the polynucleotide or
gene(s) of interest, the number of copies of the gene inte-
grated, and the location of the integration. Such analysis may
be carried out at any time and may be carried out by any
methods known in the art.

Subjects in which a recombinant virus or virus-infected
DCs are administered can be analyzed for location of infected
cells, expression of the virus-delivered polynucleotide or
gene of interest, stimulation of an immune response, and
monitored for symptoms associated with a disease or disorder
by any methods known in the art.

The methods of infecting cells disclosed above do not
depend upon individual-specific characteristics of the cells.
As aresult, they are readily extended to all mammals. In some
embodiments the recombinant virus is delivered to a human
orto human dendritic cells. In other embodiments, the recom-
binant virus is delivered to a mouse or to mouse dendritic
cells. In still other embodiments, the recombinant virus is
delivered to an animal other than a human or a mouse, or to
dendritic cells from an animal other than a human or a mouse.

As discussed above, the recombinant virus can be pseudot-
yped to confer upon it a broad host range as well as target cell
specificity. One of skill in the art would also be aware of
appropriate internal promoters to achieve the desired expres-
sion of a polynucleotide or gene of interest in a particular
animal species. Thus, one of skill in the art will be able to
modify the method of infecting dendritic cells derived from
any species.

The recombinant virus can be evaluated to determine the
specificity of the targeting molecule incorporated into the
virus that targets dendritic cells. For example, a mixed popu-
lation of bone marrow cells can be obtained from a subject
and cultured in vitro. The recombinant virus can be adminis-
tered to the mixed population of bone marrow cells, and
expression of a reporter gene incorporated into the virus can
be assayed in the cultured cells. In some embodiments, at
least about 50%, more preferably at least about 60%, 70%,
80% or 90%, still more preferably at least about 95% of
transduced cells in the mixed cell population are dendritic
cells that express DC-SIGN.

Therapy

The methods of the present invention can be used to pre-
vent or treat a wide variety of diseases or disorders, particu-
larly those for which activation of an immune response in a
patient would be beneficial. Many such diseases are well
known in the art. For example, diseases or disorders that are
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amenable to treatment or prevention by the methods of the
present invention include, without limitation, cancers,
autoimmune diseases, and infections, including viral, bacte-
rial, fungal and parasitic infections. In embodiments of the
invention, a disease is treated by using recombinant viruses to
deliver a gene of interest to dendritic cells, wherein expres-
sion of the gene produces a disease-specific antigen and leads
to stimulation of antigen-specific cellular immune responses
and humoral immune responses.

In embodiments of the invention, a recombinant virus is
used to deliver polynucleotides encoding an antigen against
which an immune response is desired to dendritic cells. In
some embodiments, the delivery can be achieved by contact-
ing dendritic cells with the recombinant virus in vitro, where-
upon the transduced dendritic cells are provided to a patient.
In some embodiments, the delivery can be achieved by deliv-
ering the virus to a subject for contact with dendritic cells in
vivo. The dendritic cells then stimulate antigen-specific T
cells or B cells in a patient to induce cellular and humoral
immune responses to the expressed antigen. In such embodi-
ments, a patient that is suffering from a disease or disorder is
treated by generating immune cells with a desired specificity.

Any antigen that is associated with a disease or disorder
can be delivered to dendritic cells using the recombinant
viruses as described herein. An antigen that is associated with
the disease or disorder is identified for preparation of arecom-
binant virus that targets dendritic cells. Antigens associated
with many diseases and disorders are well known in the art.
An antigen may be previously known to be associated with
the disease or disorder, or may be identified by any method
known in the art. For example, an antigen to a type of cancer
from which a patient is suffering may be known, such as a
tumor associated antigen. In one aspect, the invention pro-
vides a method to deliver genes encoding tumor antigens and
other necessary proteins to DCs in vivo using engineered
recombinant lentivirus. In other embodiments, an antigen
related to the disease or disorder is identified from the patient
to be treated. For example, an antigen associated with a tumor
may be identified from the tumor itself by any method known
in the art. Tumor associated antigens are not limited in any
way and include, for example, antigens that are identified on
cancerous cells from the patient to be treated.

Tumor associated antigens are known for a variety of can-
cers including, for example, prostate cancer and breast can-
cer. In some breast cancers, for example, the Her-2 receptor is
overexpressed on the surface of cancerous cells. Exemplary
tumor antigens include, but are not limited to: MAGE, BAGE,
RAGE, and NY-ESO, which are nonmutated antigens
expressed in the immune-privileged areas of the testes and in
avariety of tumor cells; lineage-specific tumor antigens such
as the melanocyte-melanoma lineage antigens MART-1/
Melan-A, gpl00, gp75, mda-7, tyrosinase and tyrosinase-
related protein, or the prostate specific membrane antigen
(PSMA) and prostate-specific antigen (PSA), which are anti-
gens expressed in normal and neoplastic cells derived from
the same tissue; epitope proteins/peptides derived from genes
mutated in tumor cells or genes transcribed at different levels
in tumor compared to normal cells, such as mutated ras,
ber/abl rearrangement, Her2/neu, mutated or wild-type p53,
cytochrome P450 1B1, and abnormally expressed intron
sequences such as N-acetylglucosaminyltransferase-V;
clonal rearrangements of immunoglobulin genes generating
unique idiotypes in myeloma and B-cell lymphomas; epitope
proteins/peptides derived from oncoviral processes, such as
human papilloma virus proteins E6 and E7; nonmutated
oncofetal proteins with a tumor-selective expression, such as
carcinoembryonic antigen and alpha-fetoprotein. A number

10

15

20

25

30

35

40

45

50

55

60

65

32

of tumor associated antigens have been reviewed (see, for
example, “Tumor-Antigens Recognized By T-Lymphocytes,”
Boon T, Cerottini J C, Vandeneynde B, Vanderbruggen P,
Vanpel A, Annual Review Of Immunology 12: 337-365,
1994; “A listing of human tumor antigens recognized by T
cells,” Renkvist N, Castelli C, Robbins P F, Parmiani G.
Cancer Immunology Immunotherapy 50: (1) 3-15 Mar. 2001,
each of which is incorporated herein by reference in its
entirety.)

The antigen can also be an antigen associated with an
infectious disease, such as, for example, HIV/AIDS. The
antigen can be, for example, gpl 20 (Klimstra, W. B., et al.
2003. J Virol 77:12022-12032; Bernard, K. A., et al. 2000.
Virology 276:93-103; Byrnes, A. P., et al. 1998. J Virol 72:
7349-7356, each of which is incorporated herein by reference
in its entirety). Other exemplary antigens include, but are not
limited to: gag, pol, env, tat, nef and rev (Lieberman, J. et al.
1997. AIDS Res Hum Retroviruses 13(5): 383-392; Menen-
dez-Arias, L. etal. 1998. Viral Immunol 11(4): 167-181, each
of which is incorporated herein by reference in its entirety).

Examples of viral antigens include, but are not limited to,
adenovirus polypeptides, alphavirus polypeptides, calicivirus
polypeptides, e.g., a calicivirus capsid antigen, coronavirus
polypeptides, distemper virus polypeptides, Ebola virus
polypeptides, enterovirus polypeptides, flavivirus polypep-
tides, hepatitis virus (AE) polypeptides, e.g., a hepatitis B
core or surface antigen, herpesvirus polypeptides, e.g., a her-
pes simplex virus or varicella zoster virus glycoprotein,
immunodeficiency virus polypeptides, e.g., the human immu-
nodeficiency virus envelope or protease, infectious peritonitis
virus polypeptides, influenza virus polypeptides, e.g., an
influenza A hemagglutinin, neuraminidase, or nucleoprotein,
leukemia virus polypeptides, Marburg virus polypeptides,
orthomyxovirus polypeptides, papilloma virus polypeptides,
parainfluenza virus polypeptides, e.g., the hemagglutinin/
neuraminidase, paramyxovirus polypeptides, parvovirus
polypeptides, pestivirus polypeptides, picorna virus polypep-
tides, e.g., a poliovirus capsid polypeptide, pox virus
polypeptides, e.g., a vaccinia virus polypeptide, rabies virus
polypeptides, e.g., a rabies virus glycoprotein G, reovirus
polypeptides, retrovirus polypeptides, and rotavirus polypep-
tides.

Examples of bacterial antigens include, but are not limited
to, Actinomyces polypeptides, Bacillus polypeptides,
Bacteroides polypeptides, Bordetella polypeptides, Bar-
tonella polypeptides, Borrelia polypeptides, e.g., B. burgdor-
feri OspA, Brucella polypeptides, Campylobacter polypep-

tides, Capnocytophaga  polypeptides, Chlamydia
polypeptides, Clostridium polypeptides, Corynebacterium
polypeptides, Coxiella  polypeptides, Dermatophilus
polypeptides,  Enterococcus  polypeptides,  Ehrlichia
polypeptides,  Escherichia  polypeptides, [Francisella
polypeptides, Fusobacterium polypeptides, Haemobar-

tonella polypeptides, Haemophilus polypeptides, e.g., H.
influenzae type b outer membrane protein, Helicobacter
polypeptides, Klebsiella polypeptides, L-form bacteria
polypeptides, Leptospira polypeptides, Listeria polypep-
tides, Mycobacteria polypeptides, Mycoplasma polypep-
tides, Neisseria polypeptides, Neorickettsia polypeptides,
Nocardia polypeptides, Pasteurella polypeptides, Peptococ-
cus polypeptides, Peptostreptococcus polypeptides, Preumo-
coccus polypeptides, Proteus polypeptides, Pseudomonas
polypeptides,  Rickettsia  polypeptides, Rochalimaea
polypeptides, Salmonella polypeptides, Shigella polypep-
tides, Staphylococcus polypeptides, Streptococcus polypep-
tides, e.g., S. pyogenes M proteins, Treponema polypeptides,
and Yersinia polypeptides, e.g., ¥. pestis F1 and V antigens.
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Examples of fungal antigens include, but are not limited to,
Absidia polypeptides, Acremonium polypeptides, Alternaria
polypeptides, Aspergillus polypeptides, Basidiobolus
polypeptides, Bipolaris polypeptides, Blastomyces polypep-
tides, Candida polypeptides, Coccidioides polypeptides,
Conidiobolus polypeptides, Cryptococcus polypeptides,
Curvalaria polypeptides, Epidermophyton polypeptides,
Exophiala polypeptides, Geotrichum polypeptides, Histo-
plasma polypeptides, Madurella polypeptides, Malassezia
polypeptides, Microsporum polypeptides, Moniliella
polypeptides, Mortierella polypeptides, Mucor polypeptides,
Paecilomyces polypeptides, Penicillium polypeptides, Phi-
alemonium polypeptides, Phialophora polypeptides, Pro-
totheca polypeptides, Pseudallescheria polypeptides,
Pseudomicrodochium polypeptides, Pythium polypeptides,
Rhinosporidium polypeptides, Rhizopus polypeptides, Scole-
cobasidium polypeptides, Sporothrix polypeptides, Stemphy-
lium polypeptides, Trichophyton polypeptides, Trichosporon
polypeptides, and Xylohypha polypeptides.

Examples of protozoan parasite antigens include, but are
not limited to, Babesia polypeptides, Balantidium polypep-
tides, Besnoitia polypeptides, Cryptosporidium polypep-
tides, Eimeria polypeptides, Encephalitozoon polypeptides,
Entamoeba polypeptides, Giardia polypeptides, Hammondia
polypeptides, Hepatozoon polypeptides, Isospora polypep-
tides, Leishmania polypeptides, Microsporidia polypeptides,
Neospora polypeptides, Nosema polypeptides, Pentatri-
chomonas polypeptides, Plasmodium polypeptides, e.g., P.
falciparum circumsporozoite (PfCSP), sporozoite surface
protein 2 (PISSP2), carboxyl terminus of liver state antigen 1
(PfLSAI c=term), and exported protein 1 (PtExp-1), Pneu-
mocystis polypeptides, Sarcocystis polypeptides, Schisto-
soma polypeptides, Theileria polypeptides, Toxoplasma
polypeptides, and Trypanosoma polypeptides.

Examples of helminth parasite antigens include, but are not
limited to, Acanthocheilonema polypeptides, Aelurostrongy-
lus polypeptides, Ancylostoma polypeptides, Angiostrongy-
lus polypeptides, Ascaris polypeptides, Brugia polypeptides,
Bunostomum polypeptides, Capillaria polypeptides, Chab-
ertia polypeptides, Cooperia polypeptides, Crenosoma
polypeptides, Dictyocaulus polypeptides, Dioctophyme
polypeptides, Dipetalonema polypeptides, Diphyllobothrium
polypeptides, Diplydium polypeptides, Dirofilaria polypep-
tides, Dracunculus polypeptides, Enterobius polypeptides,
Filaroides  polypeptides, Haemonchus  polypeptides,
Lagochilascaris polypeptides, Loa polypeptides, Man-
sonella polypeptides, Muellerius polypeptides, Nanophyetus
polypeptides, Necator polypeptides, Nematodirus polypep-

tides, Oesophagostomum  polypeptides, Onchocerca
polypeptides,  Opisthorchis  polypeptides,  Ostertagia
polypeptides, Parafilaria polypeptides, Paragonimus
polypeptides, Parascaris polypeptides, Physaloptera
polypeptides,  Protostrongylus  polypeptides,  Setaria

polypeptides, Spirocerca polypeptides Spirometra polypep-
tides, Stephanofilaria polypeptides, Strongyloides polypep-
tides, Strongylus polypeptides, Thelazia polypeptides, Toxas-

caris polypeptides, Toxocara polypeptides, Trichinella
polypeptides, Trichostrongylus polypeptides, Trichuris
polypeptides, Uncinaria polypeptides, and Wuchereria

polypeptides.

Examples of ectoparasite antigens include, but are not lim-
ited to, polypeptides (including protective antigens as well as
allergens) from fleas; ticks, including hard ticks and soft
ticks; flies, such as midges, mosquitos, sand flies, black flies,
horse flies, horn flies, deer flies, tsetse flies, stable flies, myia-
sis-causing flies and biting gnats; ants; spiders, lice; mites;
and true bugs, such as bed bugs and kissing bugs.
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Once an antigen has been identified and/or selected, a
polynucleotide that encodes the desired antigen is identified.
Preferably the polynucleotide comprises a cDNA. The poly-
nucleotides encoding the antigen are preferably introduced
into target dendritic cells using a recombinant virus, more
preferably a recombinant lentivirus or gammaretrovirus,
including a targeting molecule that binds DC-SIGN as
described above. The recombinant virus first binds to the
dendritic cell membrane by way of the DC-SIGN targeting
molecule, and the viral core containing a polynucleotide
encoding the antigen subsequently enters the cytosol. The
polynucleotide (e.g., one encoding the antigen) is then pref-
erably integrated into the cell’s genome and expressed. If
contacted ex vivo, the target dendritic cells are then trans-
ferred back to the patient, for example by injection, where
they interact with immune cells that are capable of generating
an immune response against the desired antigen. In preferred
embodiments, the recombinant virus is injected into the
patient where it transduces the targeted dendritic cells in situ.
The dendritic cells then express the particular antigen asso-
ciated with a disease or disorder to be treated, and the patient
is able to mount an effective immune response against the
disease or disorder.

In some embodiments, the recombinant virus contains a
polynucleotide sequence encoding more than one antigen,
and upon transduction of a target dendritic cell, generates
immune responses to the multitude of antigens delivered to
the cell. In some embodiments, the antigens are related to a
single disease or disorder. In other embodiments, the antigens
are related to multiple diseases or disorders.

In embodiments of the invention, DC maturation factors
thatactivate and/or stimulate maturation of the DCs are deliv-
ered in conjunction with the recombinant virus carrying the
polynucleotide or gene of interest. In some embodiments, the
DCs are activated by delivery of DC maturation factors prior
to delivery of the virus. In some embodiments, the DCs are
activated by delivery of DC maturation factors after delivery
of the virus. In some embodiments, the DCs are activated by
delivery of DC maturation factors simultaneously with deliv-
ery of the virus. In some embodiments, DC maturation factors
are provided together with administration of the virus. In
other embodiments, DC maturation factors are provided
separately from administration of the virus.

In certain embodiments, one or more DC maturation fac-
tors can be encoded by one or more genes that are contained
in the virus and expressed after the virus transducer a den-
dritic cell. In some embodiments, the one or more genes
encoding DC maturation factors can be included in a viral
vector encoding an antigen. In further embodiments, the one
or more genes encoding DC maturation factors can be
included in a viral vector that encodes more than one antigen.
In some embodiments, the one or more genes encoding DC
maturation factors can be provided in a separate vector that is
co-transfected with the viral vector encoding one or more
antigens in a packaging cell line.

In some embodiments, the methods of the present inven-
tion can be used for adoptive immunotherapy in a patient. As
described above, an antigen against which an immune
response is desired is identified. A polynucleotide encoding
the desired antigen is obtained and packaged into a recombi-
nant virus. Target dendritic cells are obtained from the patient
and transduced with a recombinant virus containing a poly-
nucleotide that encodes the desired antigen. The dendritic
cells are then transferred back into the patient.

Vaccination

As discussed above, various engineered targeting mol-

ecules that bind the DC-SIGN surface dendritic cell marker
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are contemplated for use in producing recombinant virus that
delivers a gene encoding an antigen to DCs. The virus can be
used to transduce DCs in vitro or in vivo for prevention of a
disease or disorder. For example, the Sindbis virus envelope
glycoprotein can be engineered to bind preferentially to DC-
SIGN and used to pseudotype a recombinant virus. A gene
encoding an antigen against which an immune response is
desired, such as for cancer (for example, Mart-1), or another
disease/disorder (such as viral infection) may be delivered to
DCs using the methods described herein. In some embodi-
ments, multiple genes encoding multiple antigens can be
delivered to DCs using the methods described herein, through
the use of multiple viral vectors, or, preferably, a multicis-
tronic vector system. The one or more genes for the one or
more antigens may be accompanied by genes encoding
stimulatory molecules (such as GM-CSF, 1L-2, 1L.-4, IL-6,
IL-7,1L-15, IL-21, IL-23, TNFa, B7.1, B7.2, 4-1BB, CD40
ligand (CD40OL), drug-inducible CD40 (iCD40), and the
like) and/or a reporter molecule (such as GFP, luciferase and
the like) using multiple vectors or, preferably, a multicistronic
vector system.

In some embodiments of the invention, human DCs are
generated by obtaining CD34a+ human hematopoietic pro-
genitors and using an in vitro culture method as described
elsewhere (e.g., Banchereau et al. Cell 106, 271-274 (2001)).
Viruses bearing a targeting molecule that binds DC-SIGN are
generated comprising a gene encoding an antigen against
which an immune response is desired and are used to trans-
duce human DCs. Transduction specificity and efficiency
may be quantified by FACS. Maturation of DCs can be char-
acterized by FACS analysis of up-regulation of surface
marker such as MHC II.

In other embodiments, virus may be injected in vivo, where
it contacts natural DCs and delivers a polynucleotide of inter-
est, typically a gene encoding an antigen. The amount of viral
particles is at least 50x10° TU, and can be at least 1x10” TU,
atleast 2x107 TU, at least 3x107, atleast 4x107 TU, or at least
5x107 TU. At selected intervals, DCs from the recipient’s
lymphoid organs may be used to measure expression, for
example, by observing marker expression, such as GFP or
Iuciferase. T cells from lymph nodes and spleens of virus-
treated recipients may be measured from the magnitude and
durability of response to antigen stimulation. Tissue cells
other than DCs, such as epithelial cells and lymphoid cells,
may be analyzed for the specificity of in vivo gene delivery.

It is widely agreed that the most effective potential method
to end the AIDS epidemic (and other viral diseases) is a
vaccine. To date, no vaccination method against HIV has
successfully passed a phase III trial. Thus, there is an urgent
need for novel and effective vaccination strategies. In some
embodiments of the invention, DC vaccination is used. A
gene is cloned encoding a viral protein, such as those
described above, into a viral vector. Patients are infected with
viruses comprising a targeting molecule that binds DC-SIGN
in DCs, preferably with specificity such that undesired side
effects are avoided. The targeting molecule can be, for
example, an engineered Sindbis virus envelope glycoprotein,
and the administration of virus can be carried out, for
example, by injection. In an animal model, molecularly
cloned HIV reporter viruses (NFNSZ-r-HSAS, NL-r-HSAS)
and clinical isolates may be used to challenge the animals by
tail vein injection. Evidence of infection may be monitored
over time in splenocytes, lymph nodes, and peripheral blood.
PCR for HIV-gag protein and FACS for HAS in the reporter
viruses may be used to test for viral integration and replica-
tion. Productive in situ DC vaccination may increase resis-
tance to a HIV challenge. See Examples 17-20.
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In some embodiments, dendritic cells transduced with a
recombinant virus as described herein are provided for the
prevention of or treatment of a disease or disorder. In pre-
ferred embodiments, the dendritic cells express an antigen
against which an immune response is desired. The antigen is
typically one that is not normally expressed in a dendritic cell
but is expressed after the target cell is transduced with the
recombinant virus containing a polynucleotide encoding the
antigen. In some embodiments, the dendritic cells further
express a DC maturation factor which is provided to the
dendritic cell by a recombinant virus as described herein.

In some aspects of the invention, an adjuvant is adminis-
tered in conjunction with a recombinant virus of the inven-
tion. The adjuvant may be administered with the recombinant
virus, before the recombinant virus, or after the recombinant
virus.

A variety of adjuvants can be used in combination with the
recombinant virus of the invention to elicit an immune
response to the antigen encoded to the recombinant virus.
Preferred adjuvants augment the intrinsic response to an anti-
gen without causing conformational changes in the antigen
that affect the qualitative form of the response. Preferred
adjuvants include alum, 3 De-O-acylated monophosphoryl
lipid A (MPL) (see GB 2220211). QS21 is a triterpene gly-
coside or saponin isolated from the bark of the Quillaja
Saponaria Molina tree found in South America (see Kensil et
al., in Vaccine Design: The Subunit and Adjuvant Approach
(eds. Powell & Newman, Plenum Press, NY, 1995); U.S. Pat.
No. 5,057,540). Other adjuvants are oil in water emulsions
(such as squalene or peanut oil), optionally in combination
with immune stimulants, such as monophosphoryl lipid A
(see Stoute et al., N. Engi. J Med. 336, 86-91 (1997)).
Another adjuvant is CpG (Bioworld Today, Nov. 15, 1998).
Alternatively, AP can be coupled to an adjuvant. For example,
a lipopeptide version of AP can be prepared by coupling
palmitic acid or other lipids directly to the N-terminus of AP
as described for hepatitis B antigen vaccination (Livingston,
J. Immunol. 159, 1383-1392 (1997)). However, such coupling
should not substantially change the conformation of AP so as
to affect the nature of the immune response thereto. Adjuvants
can be administered as a component of a therapeutic compo-
sition with an active agent or can be administered separately,
before, concurrently with, or after administration of the thera-
peutic agent.

A preferred class of adjuvants is aluminum salts (alum),
such as aluminum hydroxide, aluminum phosphate, alumi-
num sulfate. Such adjuvants can be used with or without other
specific immunostimulating agents such as MPL or 3-DMP,
QS21, polymeric or monomeric amino acids such as poly-
glutamic acid or polylysine. Another class of adjuvants is
oil-in-water emulsion formulations. Such adjuvants can be
used with or without other specific immunostimulating
agents such as muramyl peptides (e.g., N-acetylmuramyl-L.-
threonyl-D-isoglutamine (thr-MDP), N-acetyl-normuramyl-
L-alanyl-D-isoglutamine (nor-MDP), N-acetylmuramyl-L.-
al anyl-D-isoglutaminyl-L.-alaninel-2-(1'-2'dipalmitoyl-sn-
glycero-3-hydroxyphosphoryloxy)-ethylamine (MTP-PE),
N-acetylglucsaminyl-N-acetylmuramyl-L.-Al-D-isoglu-L-
Ala-dipalmitoxy propylamide (DTP-DPP) theramide™), or
other bacterial cell wall components. Oil-in-water emulsions
include (a) MF59 (WO 90/14837), containing 5% Squalene,
0.5% Tween 80, and 0.5% Span 85 (optionally containing
various amounts of MTP-PE) formulated into submicron par-
ticles using a microfluidizer such as Model 110Y microflu-
idizer (Microfluidics, Newton Mass.), (b) SAF, containing
10% Squalane, 0.4% Tween 80, 5% pluronic-blocked poly-
mer [L121, and thr-MDP, either microfluidized into a submi-
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cron emulsion or vortexed to generate a larger particle size
emulsion, and (¢) Ribi™ adjuvant system (RAS), (Ribi
Immunochem, Hamilton, Mont.) containing 2% squalene,
0.2% Tween 80, and one or more bacterial cell wall compo-
nents from the group consisting of monophosphorylipid A
(MPL), trehalose dimycolate (TDM), and cell wall skeleton
(CWS), preferably MPL+CWS (Detox™). Another class of
preferred adjuvants is saponin adjuvants, such as Stimulon™
(QS21, Aquila, Worcester, Mass.) or particles generated
therefrom such as ISCOMs (immunostimulating complexes)
and ISCOMATRIX. Other adjuvants include Complete Fre-
und’s Adjuvant (CFA) and Incomplete Freund’s Adjuvant
(IFA). Other adjuvants include cytokines, such as interleukins
(IL-1, IL-2, and IL-12), macrophage colony stimulating fac-
tor (M-CSF), tumor necrosis factor (TNF).

An adjuvant can be administered with the recombinant
virus of the invention as a single composition, or can be
administered before, concurrent with or after administration
of the recombinant virus of the invention. Immunogen and
adjuvant can be packaged and supplied in the same vial or can
be packaged in separate vials and mixed before use. Immu-
nogen and adjuvant are typically packaged with a label indi-
cating the intended therapeutic application. If immunogen
and adjuvant are packaged separately, the packaging typically
includes instructions for mixing before use. The choice of an
adjuvant and/or carrier depends on the stability of the vaccine
containing the adjuvant, the route of administration, the dos-
ing schedule, the efficacy of the adjuvant for the species being
vaccinated, and, in humans, a pharmaceutically acceptable
adjuvant is one that has been approved or is approvable for
human administration by pertinent regulatory bodies. For
example, Complete Freund’s adjuvant is not suitable for
human administration. Alum, MPL and QS21 are preferred.
Optionally, two or more different adjuvants can be used
simultaneously. Preferred combinations include alum with
MPL, alum with QS21, MPL with QS21, and alum, QS21 and
MPL together. Also, Incomplete Freund’s ajuvant can be used
(Chang et al., Advanced Drug Delivery Reviews 32, 173-186
(1998)), optionally in combination with any of alum, QS21,
and MPL and all combinations thereof.

Pharmaceutical Compositions and Kits

Also contemplated herein are pharmaceutical composi-
tions and kits containing a recombinant virus provided herein
and one or more components. Pharmaceutical compositions
can include a recombinant virus provided herein and a phar-
maceutical carrier. Kits can include the pharmaceutical com-
positions and/or combinations provided herein, and one or
more components, such as instructions for use, a device for
administering a compound to a subject, and a device for
administering a compound to a subject.

1. Pharmaceutical Compositions

Provided herein are pharmaceutical compositions contain-
ing a virus provided herein and a suitable pharmaceutical
carrier. Pharmaceutical compositions provided herein can be
in various forms, e.g., in solid, liquid, powder, aqueous, or
lyophilized form. Examples of suitable pharmaceutical car-
riers are known in the art. Such carriers and/or additives can
be formulated by conventional methods and can be adminis-
tered to the subject at a suitable dose. Stabilizing agents such
as lipids, nuclease inhibitors, polymers, and chelating agents
can preserve the compositions from degradation within the
body.

2. Kits

The recombinant viruses provided herein can be packaged
as kits. Kits can optionally include one or more components
such as instructions for use, devices, and additional reagents,
and components, such as tubes, containers and syringes for
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practice of the methods. Exemplary kits can include the
viruses provided herein, and can optionally include instruc-
tions for use, a device for detecting a virus in a subject, a
device for administering the virus to a subject, and a device
for administering a compound to a subject.

Kits comprising polynucleotides encoding a gene of inter-
est (typically an antigen) are also contemplated herein. In
some embodiments, the kit includes at least one plasmid
encoding virus packaging components and vector encoding a
targeting molecule that is engineered to bind dendritic cells,
preferably with specificity. In some embodiments, the kit
includes at least one plasmid encoding virus packaging com-
ponents, a vector encoding a targeting molecule that is engi-
neered to bind dendritic cells and a vector encoding at least
one DC maturation factor.

Kits comprising a viral vector encoding a gene of interest
(typically an antigen) and optionally, a polynucleotide
sequence encoding a DC maturation factor are also contem-
plated herein. In some embodiments, the kit includes at least
one plasmid encoding virus packaging components and vec-
tor encoding a targeting molecule that is engineered to bind
dendritic cells.

In one example, a kit can contain instructions. Instructions
typically include a tangible expression describing the virus
and, optionally, other components included in the kit, and
methods for administration, including methods for determin-
ing the proper state of the subject, the proper dosage amount,
and the proper administration method, for administering the
virus. Instructions can also include guidance for monitoring
the subject over the duration of the treatment time.

Kits provided herein also can include a device for admin-
istering a virus to a subject. Any of a variety of devices known
in the art for administering medications or vaccines can be
included in the kits provided herein. Exemplary devices
include, but are not limited to, a hypodermic needle, an intra-
venous needle, a catheter, a needle-less injection device, an
inhaler, and a liquid dispenser, such as an eyedropper. Typi-
cally, the device for administering a virus of the kit will be
compatible with the virus of the kit; for example, a needle-
less injection device such as a high pressure injection device
can be included in kits with viruses not damaged by high
pressure injection, but is typically not included in kits with
viruses damaged by high pressure injection.

Kits provided herein also can include a device for admin-
istering a compound, such as a DC activator or stimulator, to
a subject. Any of a variety of devices known in the art for
administering medications to a subject can be included in the
kits provided herein. Exemplary devices include a hypoder-
mic needle, an intravenous needle, a catheter, a needle-less
injection, but are not limited to, a hypodermic needle, an
intravenous needle, a catheter, a needle-less injection device,
an inhaler, and a liquid dispenser such as an eyedropper.
Typically the device for administering the compound of the
kit will be compatible with the desired method of administra-
tion of the compound.

The following examples are offered for illustrative pur-
poses only, and are not intended to limit the scope of the
present invention in any way. Indeed, various modifications
of the invention in addition to those shown and described
herein will become apparent to those skilled in the art from
the foregoing description and fall within the scope of the
appended claims.

All patent and literature references cited in the present
specification are hereby incorporated by reference in their
entirety.
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Example 1

Engineering of a DC-Specific Targeting Molecule

Lentiviral vectors can be rationally engineered to make
them capable of transducing DCs in a cell-specific manner.
Certain subsets of DCs bear on their surface the DC-SIGN
protein (Geijtenbeek, T. B., et al. 2000; Geijtenbeek, T. B., et
al. 2000, supra), a C-type lectin-like receptor capable of rapid
binding and endocytosis of materials (Geijtenbeek, T. B., et
al. 2004, supra.), which can be used as a targeting receptor on
DCs. Sindbis virus (SV)—a member of the Alphavirus genus
and the Togaviridae family—is able to infect DCs through
DC-SIGN (Klimstra, W. B., et al. 2003. J. Virol. 77: 12022-
12032, which is incorporated herein by reference in its
entirety). However, the canonical viral receptor for the labo-
ratory strain of SV is cell-surface heparan sulfate (HS), which
is expressed by many cell types (Strauss, J. H., et al. 1994.
Arch. Virol. 9: 473-484; Byrnes, A. P.,and D. E. Gritftin. 1998.
J. Virol. 72: 7349-7356, each of which is incorporated herein
by reference in its entirety). Taking advantage of the physical
separation of the two receptor-binding sites on the SV enve-
lope glycoprotein (hereafter designated as SVG), the receptor
was engineered to be blind to its canonical binding target HS
and to leave intact its ability to interact with DC-SIGN (FIG.
1). Once it is incorporated onto a viral surface, this mutant
glycoprotein is able to mediate infection of DCs but not other
cells.

The cDNA for wild-type SVG was obtained from the labo-
ratory of Dr. J. H. Strauss laboratory at the California Institute
of Technology and cloned into the pcDNA3 vector (Invitro-
gen) by PCR to generate plasmid pSVG. A ten-residue tag
(MYPYDVPDYA) sequence was inserted into E2 protein
between amino acids 71 and 74 by PCR mutagenesis to dis-
rupt the HS binding site (Karavans, G., et al. 1998. Crit Rev
Oncol Hemat 28: 7-30; Lavillete, D., et al. 2001. Curr Opin
Biotech 12: 461-466; Russell, S. J. and F. L. Cosset. 1999. J
Gene Med 1: 300-311; Sandrin, V., et al. 2003. Curr Top
Microbiol 281: 137-178; Verhoeyen, E. and F. L. Cosset.
2004. J Gene Med 6: S83-S94, each of which is incorporated
herein by reference in its entirety). An available antibody
against the inserted tag sequence provided the ability to moni-
tor the expression of the modified SVG. In order to further
decrease the HS-specific infection, several critical residues
were identified as being involved in binding to HS molecules
(Coffin, J. M., et al. 1997. Retroviruses. New York: Cold
Spring Harbor Laboratory Press; Battini, J. L., et al. 1998. J
Virol 72:428-435; Valsesiawittmann, S., et al. 1994. J Virol
68:4609-4619; Wu, B. W., et al. 2000. Virology 269: 7-17,
Cosset, F. L., et al. 1995. J Virol 69:6314-6322; Kayman, S.
C.,etal. 1999.J Virol 73: 1802-1808; Lorimar, I. A. J. and S.
J. Lavictoire. 2000. J Immunol Methods 237:147-157, Bar-
nett, A.L., etal. 2001. Proc Nat Acad Sci USA 98: 4113-4118,
Benedict, C. A., et al. 2002. Hum Gene Ther 10:545-557,
Gollan, T. J. and M. R. Green. 2002. J Virol 76:3558-3563,
each of which is incorporated herein by reference in its
entirety). Two such residues were mutated into alanines
(157KE158 to 157AA158).

An additional deletion was introduced to the E3 glycopro-
tein of SVG to remove amino acids 61-64. This modified SVG
was designated as SVGmu (SEQ ID NO: 11). The cDNA for
SVGmu was cloned downstream of the CMV promoter in the
pcDNA3 vector (designated as pSVGmu, SEQ ID NO: 3).

Example 2

Preparation of Recombinant Virus Containing the
DC-Specific Targeting Molecule

Preparation of the recombinant SVGmu-pseudotyped len-
tivirus was conducted by standard calcium phosphate-medi-
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ated transient transfection of 293T cells with the lentiviral
vector FUGW (SEQ ID NO:1) or its derivatives, the packag-
ing constructs encoding gag, pol and rev genes, and pSVGmu
(Example 1). FUGW is a self-inactivating lentiviral vector
carrying the human ubiquitin-C promoter to drive the expres-
sion ofa GFP reporter gene (Lois, C., et al. 2002. Science 295:
868-872, which is incorporated herein by reference in its
entirety). The lentiviral transfer vectors (FUGW and its
derivatives) used in these studies are third generation HIV-
based lentiviral vectors, in which most of the U3 region of the
3' LTR is deleted, resulting in a self-inactivating 3'-LTR
(SIN).

For the transient transfection of 293T cells, 293T cells
cultured in 6-cm tissue culture dishes (Coming or BD Bio-
sciences) were transfected with the appropriate lentiviral
transfer vector plasmid (5 jig), along with 2.5 [ig each of the
envelope plasmid (SVG, SVGmu, Eco, or VSVG) and the
packaging plasmids (pMDLg/pRRE and pRSV-Rev). The
viral supernatants were harvested 48 and 72 hours post-trans-
fection and filtered through a 0.45-pm filter (Coming). To
prepare concentrated viral vectors for in vivo study, the viral
supernatants were ultracentrifugated (Optima L-80 K pre-
parative ultracentrifuge, Beckman Coulter) at 50,000xg for
90 min. The pellets were then resuspended in an appropriate
volume of cold PBS.

The resultant viruses pseudotyped with SVGmu are here-
after referred to as FUGW/SVGmu. Control viruses envel-
oped with the wild-type SVG glycoprotein are hereafter
referred to as FUGW/SVG.

Example 3
Confocal Imaging of Packaged Recombinant Virus

GFP-vpr-labeled lentivectors were produced as described
in Example 2, except with use of FUW lentivector (which
does not contain the GFP reporter gene) and with a separate
plasmid encoding GFP-vpr (2.5 lug). Fresh viral supernatant
was overlaid on polylysine-coated coverslips in a 6-well cul-
ture dish and centrifuged at 3,700xg at 4° C. for 2 hours using
a Sorvall Legend RT centrifuge. The coverslips were rinsed
with cold PBS twice and immunostained by anti-HA-biotin
antibody (Miltenyi Biotec) and CyS-streptavidin (Invitro-
gen). Fluorescent images were taken by a Zeiss LSM 510
laser scanning confocal microscope equipped with filter sets
for fluorescein and CyS5. A plan-apochromat oil immersion
objective (63x/1.4) was used for imaging.

FIG. 2 shows the results of the confocal imaging of the
recombinant virus produced by the protocol. (The scale bar
represents 2 um.) Particles in the “GFP” slide are stained
green, particles in the “SVGmu” slide are stained red, and
particles in the “Merged” slide are stained green where only
GFP is expressed, red where only SVGmu is expressed, and
yellow/yellow-orange where GFP and SVGmu are both
expressed. Over 90% of the GFP-labeled particles contained
SVGmu. Thus, the production of lentiviral particles display-
ing SVGmu was confirmed through confocal imaging.

Example 4
Preparation of DC-Sign Cell Lines

To facilitate the study of targeted transduction, DC-SIGN
cell lines expressing human DC-SIGN (hereafter referred to
as 293T.hDCSIGN) and murine DC-SIGN (hereafter referred
to as 293T.mDCSIGN) were constructed. The 293T.hDC-
SIGN and 293T.mDCSIGN cell lines were generated by
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stable transduction of parental 293T cells with a VSVG-
pseudotyped lentivector. The ¢cDNAs for human DC-SIGN
and murine DC-SIGN were amplified from plasmids pUNO-
hDCSIGN1Aa and pUNO-mDCSIGN (InvivoGene) and
cloned downstream of the human ubiquitin-C promoter in the
lentiviral plasmid FUW to generate FUW-hDCSIGN (SEQ
ID NO: 5) and FUW-mDCSIGN (SEQ ID NO: 6), respec-
tively. The lentivectors were then pseudotyped with VSVG
and used to transduce 293T cells. The resulting cells were
subjected to antibody staining (anti-human DC-SIGN anti-
body from BD Biosciences and anti-murine DC-SIGN from
eBioscience) and cell sorting to yield a uniform population of
DC-SIGN™ 293T.hDCSIGN and mDC-SIGN* 293T.mDC-
SIGN cell lines

Flow cytometry showed that DC-SIGN was expressed in
virtually all of the 293T.hDCSIGN and 293T.mDCSIGN
cells of the cell lines (FIG. 3A). In each diagram, the solid
lines (unfilled area) represents expression of DC-SIGN in the
293T DC-SIGN cell lines, and the shaded area represents the
background staining of non-transduced 293T cells.

Example 5

Evaluation of the DC-Sign Specific Recombinant
Virus by Transduction of DC-Sign Cell Lines

To assess the transduction efficiency and specificity of
FUGW/SVG or FUGW/SVGmu (Example 2), the viruses
were used to transduce the 293 T.hDCSIGN and 293T.mDC-
SIGN cell lines (Example 4). Transduction efficiency was
measured by GFP expression within the cell lines.

Target cells (293T.hDCSIGN, 293T.mDCSIGN, or 293T
cells; 0.2x10° per well) were seeded in a 24-well culture dish
(Coming or BD Biosciences) and spin-infected with viral
supernatants (1 ml per well) at 2,500 rpm and 30° C. for 90
min by using a Sorvall Legend centrifuge. Subsequently, the
supernatants were replaced with fresh culture medium and
incubated for 3 days at 37° C. with 5% of CO,. The percent-
age of GFP* cells was measured by flow cytometry. The
transduction titer was determined by the dilution ranges that
exhibited a linear response

Flow cytometry showed that FUGW/SVG (containing the
wild-type SVG envelope glycoprotein) had similar transduc-
tion efficiency (11-16% transduction) towards the three target
cell lines (293T, 293T.hDCSIGN, and 293T.mDCSIGN)
(FIG. 3B). This indicates that that SVG has broad specificity
and the presence of DC-SIGN on the cell surface does not
markedly alter the transduction ability ofa SVG-pseudotyped
lentiviral vector. In contrast, the FUGW/SVGmu vector (con-
taining the mutant SVG envelope glycoprotein) could spe-
cifically transduce 293ThDCSIGN and 293T.mDCSIGN
cells with a 42% and 34% transduction efficiency, respec-
tively, but not the 293T cells (FIG. 3B). These results dem-
onstrate that a pseudotyped lentiviral vector displaying
SVGmu can specifically transduce cells expressing either
human or murine DC-SIGN. Furthermore, the mutant SVG
gave more efficient transduction of DC-SIGN-expressing
cells than of wild type SVG.

The stable integration of the FUGW lentiviral vector in the
transduced cells was confirmed by PCR analysis of the
genomic integration of the GFP reporter gene. To demon-
strate that the specific transduction was mediated by DC-
SIGN, the addition of soluble anti-human DC-SIGN antibody
to the FUGW/SVGmu viral supernatant before its exposure to
293T.hDCSIGN cells reduced the transduction efficiency
(data not shown). The specific titer of FUGW/SVGmu for
293T.mDCSIGN was estimated to be 1x10° TU (Transduc-
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tion Units)/ml. The titer of FUGW/SVGmu for 293T.hDC-
SIGN was estimated to be 1-2x10° TU/ml.

Example 6
Evaluation of the Recombinant Virus In Vitro

To investigate the specificity of the engineered lentivector
for transduction of dendritic cells (DCs) expressing
DC-SIGN, total bone marrow (BM) cells were isolated from
mice and transduced directly with the FUGW/SVGmu viral
vector (Example 2). A protocol to generate mouse DCs from
progenitors grown in BM cultures was adapted for use in the
experiment (Buchholz, C.J., et al. 1998. Nat Biotech 16:951-
954, which is incorporated herein by reference in its entirety).

Total bone marrow cells were harvested from B6 female
mouse (Charles River Breeding Laboratories), and BMDCs
were generated as described elsewhere (Yang, L. and D. Bal-
timore. 2005. Proc. Natl. Acad. Sci. USA 102: 4518-4523,
which is incorporated herein by reference in its entirety).
Either total BM cells or BMDCs were plated in a 24-well
culture dish (2x10° cells per well), and spin-infected with
viral supernatant (1 ml per well) at 2,500 rpm and 30° C. for
90 min using a Sorvall RT7 centrifuge. After the spin, the
supernatant was removed and replaced with fresh RPMI
medium containing 10% FBS and GM-CSF (1:20 J558L
conditioned medium). The cells were cultured for 3 days and
were analyzed for GFP expression using flow cytometry.

The BM cells isolated from mice were transduced directly
with either FUGW/SVGmu viral vector or with a control
vector. For the control, an ecotropic murine leukemia virus
glycoprotein (Eco)-enveloped lentivector (FUGW/Eco) was
used; vector enveloped with Eco can infect rodent cells with
a broad specificity. Three days post-infection, the transduc-
tion efficiency was analyzed by flow cytometry (FIG. 4A).
Approximately 9% of the cells in the mixed BM cultures were
DCs (as indicated by the expression of CD11c), of which
most (approximately 80%) were DC-SIGN high (data not
shown). It was observed that 12% of the total BM cells were
GFP positive (GFP*) upon FUGW/SVGmu transduction
(FIG. 4A). When gated on GFP™ cells, it was observed that up
to 95% of the transduced cells were DC-SIGN and CD11c
double-positive  (DC-SIGN*CD11c*), indicating that
FUGW/SVGmu specifically transduces DCs expressing DC-
SIGN and not other cell types in the bone marrow. In contrast,
although 68% of total BM cells were GFP-positive after
exposure to FUGW/Eco, only 9% of the transduced cells
were DCs, within which 6.5% were DC-SIGN™.

The stable transduction of FUGW/SVGmu was verified by
Alu PCR analysis (Butler, S. L., et al. 2001. Nat. Med. 7:
631-634, which is incorporated herein by reference in its
entirety) of the genomic integration of the LTR of the len-
tivector backbone. In addition, we used FUGW/SVGmu to
transduce primary T and B cells harvested from mouse spleen
and virtually no transduction was detected (FIG. 4B), indi-
cating remarkable transduction specificity.

The efficiency of the lentivector bearing SVGmu to trans-
duce in vitro-cultured, bone marrow (BM)-derived DCs
(BMDCs) was also tested. Bone marrow (BM)-derived DCs
(BMDCs) were generated as described above by culturing in
the presence of granulocyte-macrophage colony-stimulating
factor (GM-CSF) for 6 days. The cells were then exposed to
either the FUGW/SVGmu or FUGW/Eco lentivector. Flow
cytometry of the BMDCs on day 3 post-transduction showed
that FUGW/Eco transduced both CD11c¢* DCs (33%) and
CDl11c™ cells (7.6%) (FIG. 5), which is consistent with the
wide tropism of Eco. On the contrary, FUGW/SGVmu only
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transduced CD11c* DCs (32.7%), and no GFP* cells were
detected among the CD11c¢™ cells (FIG. 5), indicating that
FUGW/SVGmu can specifically modify BMDCs.

These results thus collectively demonstrate that the engi-
neered recombinant lentivectors bearing SVGmu can specifi-
cally transduce DCs in vitro and that the targeted transduction
is correlated with the expression of DC-SIGN on the surface
of DCs.

Example 7

Effect of Recombinant Virus on Activation of
Dendritic Cells In Vitro

The recombinant lentivirus was further examined to deter-
mine whether it could specifically target, transduce and acti-
vate DCs into mature DCs. The surface up-regulation of the
co-stimulatory molecule B7.2 (CD86) and the MHC class 11
molecule I-A®, which are considered to be signatures of DC
activation (Steinman, R. M., et al. 2003. Annu. Rev. Immunol.
21: 685-711, which is incorporated herein by reference in its
entirety), was measured in DCs exposed to recombinant
virus. BMDCs were generated and infected with FUGW/
SVGmu as described in Example 6. LPS at a concentration of
1 pg/ml was also added overnight for further activation of
transduced BMDCs.

Flow cytometry of BMDCs 3 days post-transduction
showed that treatment with FUGW/SVGmu elevated the
expression of DC activation markers, CD86 and I-A”, on GFP
positive DCs, as compared to GFP negative DCs (FIG. 6, top
panel). The shaded area indicates GFP negative (untrans-
duced) cells, and the solid line (unfilled area) indicates GFP
positive (transduced) cells. It was observed that the targeted
transduction of BMDCs synergized with lipopolysaccharide
(LPS) treatment to further mature DCs (FIG. 6, bottom
panel). This indicates that the targeted transduction can either
work alone or in combination with other DC maturation fac-
tors to induce DC activation.

Example 8

Targeting of Dendritic Cells In Vivo by Recombinant
Virus

The proof of whether this methodology can be used for
vaccination can be examined by in vivo experimentation. To
test whether engineered lentivectors bearing SVGmu could
target DCs in vivo, the recombinant and concentrated len-
tivector FUGW/SVGmu (50x10° TU resuspended in 200 IA
PBS) was injected subcutaneously into the left flank of the
C57BL/6 female mice (B6, Charles River Breeding Labora-
tories) close to an inguinal lymph node (within 1 cm range).
The left inguinal lymph node and the equivalent lymph node
at the opposite site were isolated for size examination on day
3 post-injection. The cells were harvested from these nodes
and their total numbers were counted. The percentage of
GFP* DCs was analyzed by flow cytometry on cells stained
with anti-CD11c¢ antibody (BD Biosciences).

On day 3, a significant enlargement of the left inguinal
lymph node close to the injection site was observed (FIG. 7A,
left image), and the cell number in this lymph node increased
more than 10-fold, compared with the equivalent lymph node
at the opposite side or lymph nodes from a naive mouse (FIG.
7B). This indicates that vector administration can enhance
trafficking and proliferation of lymphocytes in a nearby
lymph node.
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Flow cytometry indicated that approximately 3.8% of the
total CD11c* cells in the left inguinal lymph node cells were
GFP* DCs (FIG. 7C), which appear to have migrated from the
injection site. This is considered a remarkably large effect
from one subcutaneous injection of vector and demonstrates
that the recombinant virus is effectively infecting DCs in
vivo.

Example 9

Evaluation of the Specificity of Recombinant Virus
by In Vivo Transduction

To examine the in vivo specificity of the DC-targeted len-
tivector, a lentiviral vector encoding a firefly luciferase was
constructed. The cDNA of firefly luciferase was amplified
from pGL4.2LucP (Promega) and cloned into FUGW (Lois,
C. et al. 2002. supra.) to replace GFP, yielding the construct
Flue (SEQ ID NO: 4) (FIG. 22A). The luciferase reporter
gene was then used to visualize the in vivo transduction of the
tissue cells using standard protocols of bioluminescence
imaging (BLI).

The recombinant lentivector (hereafter referred to as Fluc/
SVGmu) was injected subcutaneously at the left flank of the
mouse. In another mouse, a lentivector pseudotyped with
vesicular stomatitis viral glycoprotein (hereafter referred to
as Fluc/VSVG) was injected as a non-specific vector control.
Vector-treated mice were then imaged non-invasively using
BLI. Fluc/VSVG-treated mice had a strong and permanent
signal at the injection site, indicating that non-specific tissues
were transduced to express luciferase (FIG. 22B). This is
consistent with the fact that VSVG-enveloped virus has broad
specificity. In contrast, no significant signal was detected at
the injection site of Fluc/SVGmu-treated mice (FIG. 22B),
indicating that the lentivector bearing SVGmu had a rela-
tively stringent target specificity. At no time was lumines-
cence signal able to be detected in the targeted mice, likely
due to the rare and sparse distribution of the DCs, which is
beyond the sensitivity of the current BLI method.

After one month, the mice injected with Fluc/SVGmu were
subjected to biodistribution analysis by quantitative RT-PCR
and no detectable copy of the lentivector was observed in all
isolated organs (heart, liver, spleen, kidney, gonad, lung, skin,
lymph node), verifying the lack of non-specific infection in
the animals and thus the specificity of the targeted vector for
DCs.

Example 10
In Vitro Antigen Delivery by Recombinant Virus

To determine whether the targeted transduction of DCs by
arecombinant lentivector could be used to effectively deliver
antigen genes to DCs for stimulation of antigen-specific
CD8*and CD4™* T cell responses, a lentivector expressing the
model antigen, chicken ovalbumin (OVA), was constructed.
In C57BL/6J (B6) mice, OVA is a well-characterized target
antigen for the CD8™ T-cell receptor OT1, which specifically
binds OVA257-269 (designated as OVAp), and for the CD4™*
T-cell receptor OT2, which specifically binds OVA323_339
(designated as OVAp*) (Yang, L. and D. Baltimore. 2005.
Proc. Nail Acad. Sci. USA 102: 4518-4523, which is incor-
porated by reference in its entirety). The lentivector express-
ing OVA (FOVA (SEQ ID NO:2), FIG. 8, top) was con-
structed from FUGW (FIG. 8, bottom) by replacing the GFP
with the eDNA of chicken ovalbumin.
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The BMDCs (Example 6) were transduced on day 6 of
culture with either recombinant lentivirus FOVA/SVGmu or
control recombinant lentivirus FUGW/SVGmu (encoding a
non-relevant reporter gene GFP). The day 6 BMDCs were
spin-infected with viral supernatant, and cultured for an addi-
tional 3 days. On day 9, the non-adherent cells were collected
and re-cultured in RPMI medium containing 10% FBS, GM-
CSF (1:20 J558L conditional medium), and 1 pg/ml LPS
(Sigma). On day 10, the cells were collected and used for T
cell stimulation. The modified BMDCs were designated as
DC/FOVA and DC/FUGW, depending on the lentivector used
for transduction. In parallel, non-adherent cells were col-
lected from non-transduced day 9 BMDC culture, and were
re-cultured in the same medium (RPMI containing 10% FBS,
GM-CSF and LPS). On day 10, the cells were collected and
loaded with either OVAp (OVA257-269, specifically bound
by OT1 T-cell receptors, hereafter referred to as DC/OVAp) or
OVAp* (OVA;,; 330, specifically bound by OT2 T-cell recep-
tors, hereafter referred to as DC/OVAp*), and used as positive
controls for T cell stimulation. To examine the ability of
vector-transduced BMDCs to process and present the trans-
genic OVA antigen, spleen cells were collected from the OT1
and OT2 transgenic mice and cultured with the lentivector-
transduced BMDCs, or BMDCs loaded with either OVAp or
OVAp*, at the indicated ratio. Three days later, the superna-
tant was collected and assayed for IFN-y production using
ELISA and the cells were collected and analyzed for their
surface activation markers using flow cytometry. T cell pro-
liferation was assayed using [*H] thymidine incorporation.

After a three-day coculture with varying ratios of
DC/FOVA to transgenic T cells, OT1 T cells responded vig-
orously as measured by the release of IFN-y (FIG. 10A) and
T cell proliferation (FIG. 10B). As expected, no obvious OVA
response was detected using DC/FUGW (FIGS. 10A and
10B). It was also observed that the transgenic expression of
OVA was even more efficient than peptide-loading for stimu-
lation of an OT1 T cell response, which is consistent with the
notion that MHC class 1 favors the presentation of endog-
enously produced peptides. Flow cytometry showed that the
activated OT1 T cells exhibited the typical effector cytotoxic
T cell phenotype (CD25*CD69*CD62L ™ CD44" g") after
stimulation by either DC/FOVA or DC/OVAp (FIG. 9).

When the DCs were co-cultured with OT2 CD4* T cells, T
cell activation was also observed, as indicated by changes in
the surface markers (FIG. 11) and the production of IFN-y
(FIG. 12). However, stimulation of CD4" cells was not as
pronounced as that of CD8* cells, presumably due to the less
efficient presentation of endogenous antigen peptides to the
MHC class 11 molecules. By modifying the cellular localiza-
tion of OVA antigen to direct it to MHC class H presentation
pathway, an enhancement of CD4 stimulation was achieved
that was even better than that of peptide-pulsed DCs (data not
shown).

These results show that the method of DC targeting
through lentivector infection can effectively deliver antigens
to DCs and stimulate both CD8" and CD4" T cell responses.

Example 11
In Vivo Antigen Delivery by Recombinant Virus

To determine if DCs targeted with lentivectors could acti-
vate antigen-specific T cells in vivo, a method of T-cell recep-
tor (TCR) gene transfer into murine hematopoietic stem cells
(HSCs) was used to generate antigen-specific and TCR-en-
gineered T cells in mice, as described elsewhere (Yang, L. and
D. Baltimore, D. 2005. supra.). A tricistronic retroviral vector
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MIG-0T1 co-expressing OT1 TCRa and TCRi3, along with
the GFP marker (FIG. 13A) was constructed.

Briefly, B6 female mice (Charles River Breedling Labora-
tories) were treated with 250 p,g of 5-flurouracil (Sigma).
Five days later, bone marrow (BM) cells enriched with HSCs
were harvested from the tibia and femur and cultured in a
24-well culture plate (2x10° cells per well) in BM culture
medium (RPMI containing 10% FBS, 2 Ong/ml rmIL-3, 5
Ong/m1 rmIL-6 and 5 Ong/ml rmSCF (PeproTech)). On day
1 and day 2 of the culture, the cells were spin-infected with the
MIG-0T1 retroviral vector pseudotyped with Eco (2 ml viral
supernatant per well) at 2,500 rpm and 30° C. for 90 min.
After each spin, the supernatant was removed and replaced
with fresh BM culture medium. On day 3, the transduced BM
cells were collected and transferred into B6 recipient mice
receiving 1,200 rads of total body irradiation. Eight weeks
post-transfer, the mice were used for the in vivo immuniza-
tion study. Each mouse received one dose of subcutaneous
injection of 10x10° TU of targeting lentivector. Seven days
later, spleen and lymph node cells were harvested and ana-
lyzed for the presence of OT1 T cells and their surface acti-
vation markers using flow cytometry.

Eight weeks post-transfer, analysis of the peripheral T cells
of the reconstituted mice showed that approximately 5% of
the CD8* T cells were GFP*OT1" (FIG. 13B). Some of the
reconstituted mice were immunized via subcutaneous injec-
tion of the same dose (10x10° TU) of either FOVA/SVGmu
(Example 10) or FUGW/SVGmu (Example 2). Analysis of
GFP*OT1" T cells harvested from peripheral lymphoid
organs 7 days later showed that the targeted DC immunization
by FOVA/SVGmu doubled the number of OT1 T cells as
compared to the control mice, which were either not immu-
nized or immunized with FUGW/SVGmu (FIG. 14B). The
GFP*OT1" T cells derived from FOVA/SVGmu-immunized
mice exhibited an effector memory phenotype
(CD69**CD62"g"CD44"g"), indicating these cells have
gone through a productive immune response (FIG. 14A).

These results demonstrate that a recombinant lentivector
bearing surface SVGmu can target DCs in vivo to efficiently
stimulate antigen-specific T cells and induce a strong immune
response.

Example 12

Induction of In Vivo CTL and Antibody Responses
by Direct Administration of Recombinant Virus

Studies were conducted on the efficacy of the in vivo DC
targeting for inducing an antigen-specific CD8* cytotoxic T
lymphocyte (CTL) response and antibody response through
the administration of the targeting lentivector to naive, wild-
type mice.

Wild-type B6 mice (Charles River Breeding Laboratories)
were given a single injection of targeting lentivector (50+10°
TU of FUGW/SVG or FOVA/SVGmu) subcutaneously on
the right flank at the indicated dose. On day 7 and day 14
post-immunization, blood was collected from the immunized
mice through tail bleeding, and the serum anti-OVA IgG was
measured using ELISA. On day 14, spleen and lymph node
cells were harvested and analyzed for the presence of OVA-
specific T cells and their surface activation markers using
flow cytometry.

The presence of OVA-specific T cells was measured by
measuring cytokine secretion and tetramer staining. Atday 14
post-injection, T cells harvested from peripheral lymphoid
organs were analyzed. Lentivector targeting to native DCs
was able to elicit OVA-responsive CD8" T cells in both the
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lymph node (data not shown) and spleen (FIG. 23). Admin-
istration of a single dose of recombinant FOVA/SVGmu was
sufficient to generate CD8* T cells, which could be primed to
secrete IFN-y upon OVAp restimulation (FIG. 23). Adminis-
tration of the control vector FUGW/SVGmu failed to gener-
ate any OVAp-specific responses (FIG. 23). To further evalu-
ate the magnitude of responses, the OVAp-specific CD8* T
cells was measured by MHC class I tetramer staining. A high
frequency of OVAp-specific T cells (>6%) was obtained fol-
lowing a single dose injection (FIG. 15); no tetramer-positive
cells were detected in the mice treated with FUGW/SVGmu
(FIG. 15). The data generated by tetramer quantitation corre-
lated well with the analysis of CD8" effector cells assayed by
intracellular IFN-y staining (FIG. 23). Phenotype analysis of
these OVAp-positive T cells showed that these cells displayed
the surface characteristics of effector memory T cells
(CD25"CD69*"CD621 Mg"CD44™g") (FIG. 17A).

To investigate the dose response of lentivector administra-
tion, doses of FOVA/SVGmu ranging from 100x10° TU to
3x10° TU were injected subcutaneously and OVAp-specific T
cells in the spleen were measured at day 14 post-injection. An
exceptionally high frequency (12%) of OVAp-specific CD8*
T cells was detected at the dose of 100x10° TU (FIG. 16A).
The percentage of OVAp-specific cells correlated proportion-
ately with the amount of recombinant vector administered
(FIG. 16B). A plateau in the dose response was not achieved
with the doses that were tested, indicating that further
enhancement can be achieved by increasing the amount of
vector injected and/or the frequency of injection.

Further, the serum IgG levels specific for OVA in mice
were examined on the 7th and 14th days after immunization
with FOVA/SVGmu (50x10° TU). The IgG serum titer was
1:10,000 on day 7 and 1:30,000 on day 14 (FIG. 17B). This is
a rather impressive antibody response for a single dose injec-
tion without additional adjuvant or other stimuli, indicating
that targeted lentivector immunization can also elicit signifi-
cant B cell secretion of antigen-specific antibodies.

These results show that in vivo administration of a DC-
targeting lentivector can induce both cellular and humoral
immune responses against the delivered antigen.

Example 13
Generation of Anti-Tumor Immunity
Preventive Protection

The anti-tumor immunity generated after an in vivo admin-
istration of DC-targeted lentivector was evaluated. An E.G7
tumor model (Wang, L. and D. Baltimore. 2005. supra.) was
used in which OVA serves as the tumor antigen.

The tumor cell lines EL4 (C57BL/6J, H-2", thymoma) and
E.G7 (EL4 cells stably expressing one copy of chicken OVA
c¢DNA) were used for the tumor challenge of mice. For the
tumor protection experiment, B6 mice (Charles River Breed-
ing Laboratories) received a single injection of 50x10° TU of
the targeting lentivector (FOVA/SVGmu or FUGW/SVGmu)
on the right flank. Two weeks later, 5x10° EL4 or E.G7 cells
were injected subcutaneously into the left flank of the mice.
Tumor size was measured every other day using fine calipers
and was shown as the product of the two largest perpendicular
diameters axb (mm?). The mice were killed when the tumors
reached 400 mm?.

Vaccination with 50x10° TU FOVA/SVGmu completely
protected the mice from the E.G7 tumor challenge (FIG. 18,
left), while tumors grew rapidly in mice receiving a mock
vaccination with a lentivector lacking the OVA transgene
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(FI1G. 18, left). This protection was OVA-specific because the
vaccinated mice grew control EL4 tumors that lack expres-
sion of OVA (FIG. 18, right), regardless of the lentivector
used for immunization.

Example 14
Generation of Anti-Tumor Immunity
Tumor Treatment

The anti-tumor immunity generated after an in vivo admin-
istration of DC-targeted lentivector was evaluated where
tumor cells were introduced prior to administration of the
lentivector. The steps of tumor injection and lentivector
administration were reversed relative to that in Example 13 to
test whether an established tumor could be eliminated, in a
test of “therapeutic vaccination”. To this end, E.G7 tumor
cells expressing the firefly luciferase gene (E.G7.luc) were
used to challenge mice, allowing close monitoring of tumor
growth kinetics in live animals using BLI. To facilitate imag-
ing, an albino strain of B6 mice (The Jackson Laboratory)
was used. These mice lack pigmentation and therefore have
low background absorption of the luminescence signal. Injec-
tion of these mice with 100x10° TU of FOVA/SVGmu (Ex-
ample 10) showed a similar response to that observed in
canonical B6 mice (FIG. 21). E.G7.luc tumor cells (5x10%)
were implanted subcutaneously in the albino B6 mice. The
mice were immunized by FOVA/SVGmu (50x10° TU per
mice per time) twice on days 3 and 10 post-tumor challenge
via subcutaneous injection. The experiment was repeated
three times with a representative experiment shown in FIGS.
19 and 20.

The mice receiving the DC-targeting lentivector immuni-
zation showed a decline of tumor growth starting at day 9,
followed by tumor regression and a reduction of lumines-
cence below the detection level on day 11 (FIGS. 19 and 20).
Although minimal tumor recurrence was observed from day
12 to day 16, mice treated with FOVA/SVGmu were free of
disease at the end of day 18 and thereafter; no tumor relapse
was observed for as long as the experiment ran (>60 days). In
contrast, tumors grew progressively in the mice receiving no
treatment and the mice had to be removed from the experi-
ment after day 16 due to the large size of the tumors. It was a
interesting to note that tumor regression was observed start-
ing at 7 days after the lentivector immunization. The timing of
tumor regression correlates well with the kinetics of an anti-
gen-specific immune response induced by vaccination.

Example 15

In Vitro Delivery of Antigen and Maturation Factory
by a Recombinant Virus

The success of DC vaccination can depend on the matura-
tion state of DCs (Banchereau, J. and A. K. Palucka. 2005.
Nat Rev Immunol 5:296-306; Schuler, G., et al. 2003. Curr
Opin Immunol 15: 138-147; Figdor, C. G., et al. 2004. Nat
Med 10: 475-480, each of which is incorporated herein by
reference in its entirety). Therefore, genes can be included in
the lentiviral vectors that encode the stimulatory molecules to
trigger the desired DC-maturation. Cytokines that can be used
include, but are not limited to, GM-CSF, IL-4, TNFa, IL-6,
and the like. In some embodiments, the maturation agent that
is used is the CD40 ligand (CD4OL), which is typically
expressed on CD4 T cells and serves as a ligand for the CD40
receptor on DCs (Matano, T., et al. 1995. J Gen Virol 76:



US 9,303,072 B2

49

3165-3169; Nguyen, T. H., et al. 1998. Hum Gene Ther 9:
2469-2479, each of which is incorporated herein by reference
in its entirety). To further manipulate DCs to be a potent
vaccine for therapy, a drug-inducible CD40 receptor (iCD40)
is adapted into the gene delivery system in some embodi-
ments. As described elsewhere, iCD40 was designed and
consists of a cytoplasmic domain of CD40 fused to ligand-
binding domains and a membrane-targeting sequence
(Hanks, B. A., et al. 2005. Nat Med 11: 130-137, which is
herein incorporated by reference in its entirety). When iCD40
is expressed, maturation and activation of DCs is regulated
with a lipid-permeable, dimerizing drug.

To examine the effect of including DC maturation factors,
the cDNAs for ovalbumin (OVA, as described in Example
10), GM-CSF, IL-4, TNFa, IL.-6 and CD4OL are obtained.
The iCD40 is constructed as described elsewhere (Hanks, B.
A, et al. 2005. supra). Using IRES and 2A-like sequences,
multicistronic lentiviral vectors capable of efficiently trans-
lating up to four proteins are constructed. This system is
adapted to construct lentiviral vectors co-expressing the fol-
lowing genes: OVA and a maturation factor molecule (GM-
CSF, IL-4, TNFa, IL-6, CD4OL or iCDA40) (FIG. 24a, labeled
as “FUOIM”). An exemplary vector sequence is provided by
SEQ ID NO: 7. SVGmu-enveloped lentiviruses are prepared
(as described in Example 2), and the lentiviruses are trans-
duced ¢ in vitro into cultured mouse BMDCs (generated as
described in Example 6) to specifically deliver these genes
into the cells. Maturation of BMDCs is measured by FACS
analysis for up-regulation of several key molecules that have
essential roles in the process of T cell stimulation. Typical
representative markers are ICAM-1 (CD54), B7.1 (CDS80),
MHC class I, MHC class II and endogenous CD40. BMDCs
transduced with lentiviruses encoding only OVA and GFP
genes serve as controls for the experiment. It is observed that
up-regulation of maturation markers is achieved when
iCD40-modified DCs are exposed to an effective amount of
dimeric drug AP20187.

In addition, two characteristic features of matured DCs are
the reduced capacity for endocytosis and the improved poten-
tial for T cell activation. The uptake of FITC-tagged dextran
is used to quantity the endocytosis of transduced DCs. The
mature DCs are also used to stimulate T cells expressing OT1
T cell receptors (TCRs) (as described in Example 10), in
order to evaluate their capacity to mount an immune response.
It is observed that when iCD40-modified DCs are exposed to
an effective amount of dimeric drug AP20187, the uptake of
FITC-tagged dextran is reduced relative to that of non-
iCD40-modified DCs. Furthermore, it is observed that after
coculture with varying ratios of iCD40-modified DCs
(treated with the dimeric drug) to transgenic T cells, OT1 T
cells respond more vigorously as measured by the release of
IFN-y and T cell proliferation than do those co-cultured with
non-iCD40-modified DCs.

Longevity of DCs is another parameter that determines
T-cell-dependent immunity. The effects of stimulator mol-
ecules on DC survival using an in vitro serum-starvation
assay will be compared using the method as described in
Hanks et al. (Hanks, B. A., et al. 2005. supra).

If necessary, two maturation factor molecules can be deliv-
ered by lentiviral vector to targeted DCs, as the vector con-
figuration has the capacity to express four proteins.

Example 16

In Vivo Delivery of Antigen and Maturation Factors
by a Recombinant Virus

Recombinant viruses packaged with FUOIM lentiviral
vector (SEQ ID NO: 7) are prepared as described in Example
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15. The viruses are administered to naive B6 mice to deliver
OVA antigen and maturation factor molecules to DCs, and
induction of immunity to graded doses of viruses is evaluated
as described in Example 11.

It is observed that the targeted DC immunization by
iCD40-containing lentiviruses increases the number of OVA
responsive T cells as compared to the control mice, which are
either not immunized, immunized with a non-OVA contain-
ing lentivirus (e.g. FUGW/SVGmu), or immunized with non-
iCD40 containing lentivirus (e.g. FOVA/SVGmu).

In addition, the resistance of the animals to a tumor chal-
lenge is assessed with the iCD40-containing lentivectors, as
described in Example 13. The mice are injected with the
following lentivectors in the tumor challenge experiment:
FUOIM/SVGmu, FOVA/SVGmu, or FUGW/SVGmu. The
following cell lines are used for tumor challenge: EL4
(C57BL/6], H-2", thymoma) and E.G7 ((EL4 cells stably
expressing one copy of chicken OVA ¢cDNA). It is observed
that the mice receiving immunization by the DC-targeting
lentivectors FUOIM/SVGmu and FOVA/SVGmu are pro-
tected from the tumor challenge. In contrast, it is observed
that tumors grow rapidly in mice receiving a mock vaccina-
tion with a lentivector lacking the OVA transgene (FUGW/
SVGmu). This protection is OVA-specific because the vacci-
nated mice grow control EL4 tumors that lack expression of
OVA, regardless of the lentivector used for immunization.

Finally, the potential of this method to eradicate an estab-
lished tumor is assessed with the iCD40-containing lentivec-
tors, as described in Example 14. The following lentivectors
are used for immunization in the experiment: FUOIM/
SVGmu and FOVA/SVGmu. The following cell lines are
used for tumor treatment: EL4 and E.G7. It is observed that
the tumor cell-injected mice receiving immunization by the
DC-targeting lentivectors (FUOIM/SVGmu and FOVA/
SVGmu) show a decline of tumor growth, followed by tumor
regression and a reduction of luminescence below the detec-
tion level. Further, no tumor relapse is observed for as long as
the experiment runs (>60 days). In contrast, tumors grow
progressively in the mice receiving no treatment.

Example 17

HIV/AIDS Antigen Presentation by Recombinant
Virus In Vitro

To treat HIV/AIDS, “dual-functional” DCs are generated
based on the described gene delivery strategy. The “dual
functional” DCs are efficacious at both eliciting neutralizing
antibodies (Nabs) and inducing T cell immunity (FIG. 25). To
efficiently elicit NAbs, a gene encoding chimeric membrane-
bound gp120 (gp120 m) is delivered to DCs. Gp120 is an
envelope glycoprotein for HIV and is considered to be the
most potent immunogen (Klimstra, W. B., et al. 2003. J Virol
77:12022-12032; Bernard, K. A., et al. 2000. Virology 276:
93-103; Byrnes, A. P, etal. 1998.J Virol 72: 7349-7356, each
of which is incorporated herein by reference in its entirety).
As described else here, gp1 20 fused with the transmembrane
domain of the vesicular stomatitis virus glycoprotein can be
expressed on the cell surface in a trimeric form, mimicking
the mature trimer on the HIV virion surface (Klimstra, W. B.,
et al. 1998. J Virol 72: 7357-7366, which is incorporated
herein by reference in its entirety). This form of immunogen
will be displayed on the DC’s surface. In addition to surface
expression, the DCs can also present epitope peptides derived
from gpl 20 in MHC restricted fashion to T cells.

Since HIV infection can significantly impair DC function
through the depletion of CD4 T cells, it is desirable to engi-
neer DCs that function independently of T cells. Expression
0of CD40OL or iCD40 can result in maturation and activation of
DCs in the absence of CD4 T cells. Thus, the engineered
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CDA4OL or iCDA40, as described in Example 16, which func-
tions as a maturation and stimulatory molecule, is incorpo-
rated into the DC-targeting virus.

The lentiviral construct for genetically modifying DCs is
illustrated in FIG. 2456 and is labeled as FUGmID (SEQ ID
NO: 8). Codon-optimized cDNAs for gp120 from NIH AIDS
Research & Reference Reagent Program are obtained. The
codon-optimized sequence can achieve exceptionally high
levels of gene expression outside of the context of the HIV-I
genome. The construct is prepared by fusion of gp120 with
the transmembrane domain of the vesicular stomatitis virus
glycoprotein.

In vitro assays are conducted to assess the efficacy of
gene-modified DCs to elicit NAbs. CD19* B cells are isolated
from the spleens of naive B6 mice using anti-CD19 micro-
beads (MiHenyi Biotech, Auburn, Calif.) and co-cultured
with modified DCs in the presence of I[.-4 and IL-6. The
lentiviral vector FUmGID is co-transfected with SVGmu in
cell lines to prepare the FUmGID/SVGmu virus, as described
in Example 2. The resultant viruses are transduced into bone
marrow-derived DCs (BMDCs). The transduced DCs are be
irradiated (3,000 rad) and used as antigen presenting cells
(APCs) in co-culture with B cells. The time course of the
proliferation of B cells in response to transduced BMDCs is
measured. It is observed that B cells proliferate to a greater
extent in co-culture with transduced BMDCs than those that
are co-cultured with mock-transduced BMDCs.

To investigate the effect of genetically modified DCs on the
differentiation of B cells into specific immunoglobulin-se-
creting cells, the co-culture method as previously described is
employed with the exception that the DCs are not irradiated.
After 14 days, the titer of various isotypes of HIV-specific
antibody in culture supernatants is determined by ELISA
using recombinant gpl20 (available from NIB: AIDS
Research & Reference Reagent Program) as the antigen.
Expression of the various isotypes of HIV-specific antibody
are greater in B-cells co-cultured with transduced BMDCs
than in those cocultured with mock-transduced BMDCs.

To assess the efficacy of the genetically modified DCs to
activate T cells in vitro, CD3* T cells are isolated from naive
B6 mice and co-cultured with lentivirus-infected and irradi-
ated DCs. The time course of T cell proliferation is measured.
T cell proliferation is found to be greater in T cell cultures
co-cultured with transduced and irradiated DCs than in those
co-cultured with mock-transduced DCs.

The results are expected to collectively demonstrate that
BMDCs transduced with the FUmGID/SVGmu lentivector is
effective in both stimulation of B-cells to produce neutraliz-
ing antibodies (Nabs) and in inducing T cell immunity against
HIV/AIDS.

Example 18

HIV/AIDS Antigen Presentation by Recombinant
Virus In Vivo

To evaluate the activation of B cells in vivo, B6 mice are
immunized by subcutaneous injection with the recombinant
lentiviruses prepared as described in Example 17. Controls
include mice injected with lentiviruses encoding antigens
alone, lentiviruses encoding maturation molecules alone, and
naive mice without any treatment. Two weeks after virus
injection, serum antibodies against HIV are measured by
ELISA. The antibody titer is found to be higher in those mice
injected with the FUmGID/SVGmu virus as well as in those
injected with lentivirus encoding antigens alone. In contrast.
antibody titer is relatively low in those mice immunized with
lentivirus encoding maturation molecules alone and in naive
mice.
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For in vivo activation of T cells, the recombinant viruses
described are injected into B6 mice. Seven days later, T cells
are isolated, and their proliferation and cytokine secretion,
after in vitro restimulation with genetically modified DCs, is
measured as described in Example 12. The durability of the
effector T cell responses is also monitored. Lentivector tar-
geting to native DCs is able to elicit HIV-responsive T cells in
both the lymph node and spleen. Administration of recombi-
nant FUmGID/SVGmu is sufficient to generate T cells which
secrete IFN-y. In contrast, administration of a mock control
vector (e.g. FUGW/SVGmu) fails to elicit an HIV-specific
response.

Example 19

In Situ HIV/AIDS Vaccination by Recombinant
Virus

Protection Against HIV Challenge

In order to test in situ DC vaccination approach to deal with
HIV, a new mouse model of HIV pathogenesis involving
human/mouse chimeras is developed. As described else-
where, the RAG2~"y,”~ mouse can be reconstituted with a
human adaptive immune system (Strauss, J. H., et al. 1994.
Archives of Virology 9:473-484, which is incorporated herein
by reference in its entirety). The RAG2*"y_ ™~ mice lack B, T,
and NK cells (Morizono, K., et al. 2001. J Virol 75: 8016-
8020, which is incorporated herein by reference in its
entirety). Injection of CD34* human cord blood into the liver
of one-day old partially-irradiated mice leads to the genera-
tion and maturation of functionally diverse human DCs, B
cells, and T cells with human MHC restriction. Additionally,
this model directs the development of primary and secondary
lymphoid organs, and the production of a functional CD8" T
cell immune response against a viral challenge. Furthermore,
the observation of the Ig isotype switching from IgM to IgG
indicates the existence of functional CD4* T cell immunity.

To determine the effectiveness of preventive protection
against HIV by DC-targeted immunization, the human/
mouse chimeras are administered recombinant viruses envel-
oped with SVGmu by injection. The recombinant viruses
encode gp120 m antigen (Example 17) in conjunction with a
maturation stimulator (for example, CD4OL or iCD40 as in
Example 15), and they are prepared and concentrated as
described in Example 2. The immunized mice are then inocu-
lated with HIV according to methods well known in the art,
such as, for example, via intraperitoneal or intravenous
routes. Since the reconstituted mice maintain human CD4 T
cells, the animals are challenged with molecularly cloned
HIV reporter viruses, NFNSX-r-HSAS (CCR5-tropic), NL-r-
HSAS (CXCR4-tropic) and clinical isolates (Baenziger, et al.
2006. Proc Natl Acad Sci USA 103:15951-15956, which is
incorporated herein by reference in its entirety). The replica-
tion-competent reporter viruses also contain the heat-stable
antigen (HSA) in the vpr region. Further, to establish a pro-
ductive infection prior to inoculation, infected syngeneic
peripheral blood mononuclear cells (PBMCs) are injected
into the peritoneal space of the reconstituted human/mouse
chimera.

Evidence of HIV infection is monitored over time in
spleens, lymph nodes, PBMCs, and peripheral blood. FACS
for HSA in the HIV reporter viruses is used to test for HIV
viral integration and replication. HIV viral load is also mea-
sured from plasma using RT-PCR. Through evaluation of
HIV infection by these methods, itis observed that productive
in situ DC vaccination makes the immunized mice more
resistant to the HIV challenge than those which are not immu-
nized.
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Example 20

In Situ HIV/AIDS Vaccination by Recombinant
Virus

Clearance of HIV Infection

To test the ability of the in situ DC vaccination approach to
clear an active HIV infection, human/mouse chimeras are
first challenged with molecularly cloned HIV reporter virus,
NFNSX-r-HSAS (CCR5-tropic), as described in Example
19. Active HIV infection is monitored by FACS analysis of
HSA expression in human CD4 T cells. Once successful HIV
infection is confirmed, the engineered recombinant viruses
(Example 19) are injected into animals via subcutaneous
injection or by an optimal route determined by one of skill in
the art (for example, s.c., i.d., i.v. or i.p.). The HIV viral load
is then monitored by RT-PCR, and peripheral CD4 counts are
followed. It is observed that DC vaccination is able to lower
HIV viral load and to clear an established HIV infection in
immunized mice compared to non-vaccinated controls.

Highly active antiretroviral therapy (HAART), utilizing a
three-drug strategy, has significantly improved AIDS morbid-
ity and mortality. The strategy outlined above can be adapted
to this paradigm by simultaneously transducing DC cells in
vivo with engineered recombinant viruses. In conjunction
with HAART, the above studies are repeated to evaluate the
ability to prevent or reduce infection after HIV challenge
(Example 19) and to clear an active HIV infection.

Example 21

Treatment of a Malignant Tumor in a Human Using
a Recombinant Virus

A human patient is diagnosed with a malignant tumor. The
patient is administered a suitable amount of recombinant
virus containing a gene that encodes an antigen specific for
the tumor and enveloped with a DC-SIGN specific targeting
molecule, such as, for example, SVGmu. The virus optionally
contains a gene encoding a DC maturation factor, as
described in Example 15. The virus is administered by
weekly intravenous injection for the duration of treatment. At
periodic times during and after the treatment regimen, tumor
burden is assessed by magnetic resonance imaging (MRI).
Significant reductions in tumor size are found as treatment
progresses.

Example 22

Prevention of Tumor Formation in a Human Using a
Recombinant Virus

A group of human patients is administered a suitable
amount of recombinant virus containing at least one gene
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encoding an antigen that is commonly and specifically asso-
ciated with tumor cells and optionally containing a gene
encoding a DC maturation factor, as described in Example 15.
The virus is enveloped with a DC-SIGN specific targeting
molecule, such as, for example, SVGmu (Example 2).
Patients in the experimental group and in a control group are
monitored periodically for tumor growth. It is observed that
the incidence of malignant tumor formation is lower in
patients to whom the virus is administered than in the control

group.
Example 23

Treatment of AIDS/HIV in a Human Using a
Recombinant Virus

A human patient is diagnosed with HIV/AIDS. The patient
is administered a suitable amount of recombinant virus con-
taining a gene that encodes Gp120 (Example 17) and envel-
oped with a DC-SIGN specific targeting molecule, such as,
for example, SVGmu (Example 2). The virus optionally con-
tains a gene encoding a DC maturation factor, as described in
Example 15. The virus is administered by weekly intravenous
injection for the duration of treatment. At periodic times
during and after the treatment regimen, HIV viral load is
assessed by measuring antibodies in the patient’s blood
against HIV using ELISA. The patient’s T-cell count is also
evaluated. It is observed that a significant reduction in HIV
viral load is achieved as treatment progresses. Furthermore, it
is observed that the patient’s T-cell count stops decreasing as
treatment progresses.

Example 24

Prevention of HIV/AIDS in a Human Using a
Recombinant Virus

A group of human patients considered at risk for HIV
infection is administered a suitable amount of recombinant
virus containing a gene encoding GP120 (Example 17) and
optionally containing a gene encoding a DC maturation fac-
tor, as described in Example 15. The virus is enveloped with
a DC-SIGN specific targeting molecule, such as, for example,
SVGmu (Example 2). Patients in the experimental group and
in a control group are tested every 6 months for HIV infection
and if positive, monitored for HIV viral load and T-cell
counts. In positively infected patients within the vaccinated
group, it is observed that HIV viral load stays low and T-cell
counts remain high relative to the positively-infected patients
of' the control group.

Although the foregoing invention has been described in
detail for purposes of clarity of understanding, it will be
obvious that certain modifications may be practiced within
the scope of the appended claims. All publications and patent
documents cited herein are hereby incorporated by reference
in their entirety for all purposes to the same extent as if each
were so individually denoted.

SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 11

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 1

LENGTH: 9941

TYPE: DNA

ORGANISM: Artificial Sequence
FEATURE:

OTHER INFORMATION: Constructed plasmid vector
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<400> SEQUENCE: 1

gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
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tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tcccecgggta ccggtcegcecca ccatggtgag caagggcgag gagctgttca 3900
ceggggtggt geccatectyg gtcegagetgg acggcgacgt aaacggccac aagttcageg 3960
tgtcecggega gggcgagggce gatgccacct acggcaagct gaccctgaag ttcatctgea 4020
ccaccggcaa gctgecegtyg cectggecca cectegtgac caccctgace tacggegtge 4080
agtgcttcag ccgctacccece gaccacatga agcagcacga cttcttcaag tccgccatgce 4140
ccgaaggcta cgtccaggag cgcaccatct tettcaagga cgacggcaac tacaagacce 4200
gegecgaggt gaagttcgag ggcgacacce tggtgaaccg catcgagetg aagggcatcg 4260
acttcaagga ggacggcaac atcctgggge acaagctgga gtacaactac aacagccaca 4320
acgtctatat catggccgac aagcagaaga acggcatcaa ggtgaacttc aagatccgcece 4380
acaacatcga ggacggcagce gtgcagecteg ccgaccacta ccagcagaac acccccatcg 4440
gegacggecee cgtgectgetyg cccgacaacce actacctgag cacccagtcc gecctgagea 4500
aagaccccaa cgagaagcgce gatcacatgg tectgctgga gttegtgace gcecgecggga 4560
tcactctegg catggacgag ctgtacaagt aaagcggcecg cgactctaga attcgatatce 4620
aagcttatcg ataatcaacc tctggattac aaaatttgtg aaagattgac tggtattctt 4680
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aactatgttg ctccttttac gctatgtgga tacgctgcett taatgccttt gtatcatget 4740
attgcttecce gtatggcttt cattttectcee tcecttgtata aatcctggtt getgtcetcett 4800
tatgaggagt tgtggccegt tgtcaggcaa cgtggcgtgg tgtgcactgt gtttgctgac 4860
gcaaccceca ctggttgggg cattgccacce acctgtcage tectttecegg gacttteget 4920
ttccecectee ctattgccac ggcggaactce atcgeccgect gecttgecceg ctgctggaca 4980
ggggctcgge tgttgggcac tgacaattcc gtggtgttgt cggggaaatc atcgtcecttt 5040
ccttggetge tegectgtgt tgccacctgg attetgegeg ggacgtcecctt ctgctacgte 5100
cctteggecce tcaatccage ggaccttect tceecegeggece tgctgecgge tetgeggect 5160
cttcegegte ttcegectteg cectcagacg agteggatcet cectttggge cgccteccecg 5220
catcgatace gtcgacctceg agacctagaa aaacatggag caatcacaag tagcaataca 5280
gcagctacca atgctgattg tgcctggcta gaagcacaag aggaggagga ggtgggtttt 5340
ccagtcacac ctcaggtacc tttaagacca atgacttaca aggcagctgt agatcttagc 5400
cactttttaa aagaaaaggg gggactggaa gggctaattc actcccaacg aagacaagat 5460
atccttgatce tgtggatcta ccacacacaa ggctacttcce ctgattggca gaactacaca 5520
ccagggccag ggatcagata tccactgacce tttggatggt gctacaagcet agtaccagtt 5580
gagcaagaga aggtagaaga agccaatgaa ggagagaaca cccgcettgtt acaccctgtg 5640
agcctgcatg ggatggatga cccggagaga gaagtattag agtggaggtt tgacagccgce 5700
ctagcatttc atcacatggc ccgagagctg catccggact gtactgggtce tetcectggtta 5760
gaccagatct gagcctggga gctcectctgge taactaggga acccactgcet taagcectcaa 5820
taaagcttge cttgagtgct tcaagtagtg tgtgccegte tgttgtgtga ctcectggtaac 5880
tagagatccce tcagacccectt ttagtcagtg tggaaaatct ctagcagggce ccgtttaaac 5940
ccgctgatca gectcgactg tgecttectag ttgccageca tetgttgttt geccectecece 6000
cgtgecttee ttgaccctgg aaggtgccac tcccactgte ctttectaat aaaatgagga 6060
aattgcatcg cattgtctga gtaggtgtca ttctattetg gggggtgggg tggggcagga 6120
cagcaagggg gaggattggg aagacaatag caggcatgct ggggatgcgg tgggctctat 6180
ggcttctgag gcggaaagaa ccagctgggg ctctaggggg tatccccacg cgccecctgtag 6240
cggcgcatta agcgcggegg gtgtggtggt tacgcgcagce gtgaccgcta cacttgccag 6300
cgeccctageg ceccgetectt tegetttett ceecttecttt ctecgecacgt tegecggett 6360
tceccegtcaa getctaaate gggggctcece tttagggtte cgatttagtg ctttacggca 6420
cctcgaccece aaaaaacttg attagggtga tggttcacgt agtgggccat cgccctgata 6480
gacggttttt cgccctttga cgttggagtc cacgttcttt aatagtggac tcttgttceca 6540
aactggaaca acactcaacc ctatctcggt ctattctttt gatttataag ggattttgcce 6600
gatttcggec tattggttaa aaaatgagct gatttaacaa aaatttaacg cgaattaatt 6660
ctgtggaatg tgtgtcagtt agggtgtgga aagtccccag gcectccccage aggcagaagt 6720
atgcaaagca tgcatctcaa ttagtcagca accaggtgtg gaaagtcccce aggctcccca 6780
gcaggcagaa dgtatgcaaag catgcatctc aattagtcag caaccatagt cccgccecta 6840
actccgecca tecccegecect aactcecgece agttceccgece attcteccgece ccatggctga 6900
ctaatttttt ttatttatgc agaggccgag gccgcectetg cctctgaget attccagaag 6960
tagtgaggag gcttttttgg aggcctaggce ttttgcaaaa agctcccggg agcttgtata 7020
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tccatttteg gatctgatca gcacgtgttg acaattaatc atcggcatag tatatcggca 7080
tagtataata cgacaaggtg aggaactaaa ccatggccaa gttgaccagt gccgtteccecgg 7140
tgctcaccge gecgcgacgte gecggagcegg tcgagttcetg gaccgaccgg ctegggttet 7200
ccegggactt cgtggaggac gacttcegcecg gtgtggtecg ggacgacgtg accctgttca 7260
tcagegeggt ccaggaccag gtggtgecgg acaacaccct ggectgggtyg tgggtgegeg 7320
gcctggacga gctgtacgce gagtggtegg aggtegtgte cacgaacttce cgggacgect 7380
cegggecgge catgaccgag atcggegage agecegtgggyg gegggagtte gecctgegeg 7440
acccggecgg caactgegtg cacttegtgg cecgaggagea ggactgacac gtgctacgag 7500
atttcgattc caccgccgece ttcectatgaaa ggttgggett cggaatcgtt ttccgggacg 7560
ccggctggat gatcctcecag cgcggggatce tcatgctgga gttcttcecgece caccccaact 7620
tgtttattgc agcttataat ggttacaaat aaagcaatag catcacaaat ttcacaaata 7680
aagcattttt ttcactgcat tctagttgtg gtttgtccaa actcatcaat gtatcttatce 7740
atgtctgtat accgtcgacc tctagctaga gcttggegta atcatggtca tagetgttte 7800
ctgtgtgaaa ttgttatccg ctcacaattc cacacaacat acgagccgga agcataaagt 7860
gtaaagcctg gggtgcctaa tgagtgagcet aactcacatt aattgcegttg cgctcactge 7920
ccgcttteca gtcgggaaac ctgtcecgtgce agctgcatta atgaatcggce caacgcgcegg 7980
ggagaggcgg tttgcgtatt gggcgctett ccgcttecte gcetcactgac tcecgetgeget 8040
cggtcgtteg getgeggega geggtatcag ctcactcaaa ggcggtaata cggttatcca 8100
cagaatcagg ggataacgca ggaaagaaca tgtgagcaaa aggccagcaa aaggccagga 8160
accgtaaaaa ggccgcgttyg ctggegtttt tccatagget cecgcccccect gacgagcatce 8220
acaaaaatcg acgctcaagt cagaggtggce gaaacccgac aggactataa agataccagg 8280
cgttteecece tggaagctece ctegtgegcet ctectgttec gaccctgceceg cttaccggat 8340
acctgtecge ctttecteect tegggaagcg tggcgcttte tcatagctca cgctgtaggt 8400
atctcagttc ggtgtaggtc gttcgctcca agetgggcetg tgtgcacgaa ccccccegtte 8460
agcccgaccg ctgcgectta tecggtaact atcgtcttga gtccaacceg gtaagacacg 8520
acttatcgcce actggcagca gccactggta acaggattag cagagcgagg tatgtaggceg 8580
gtgctacaga gttcttgaag tggtggcecta actacggcta cactagaaga acagtatttg 8640
gtatctgcge tcectgctgaag ccagttacct tcggaaaaag agttggtagce tcttgatcecg 8700
gcaaacaaac caccgctggt agcggtggtt tttttgtttg caagcagcag attacgcgca 8760
gaaaaaaagg atctcaagaa gatcctttga tcttttctac ggggtctgac gctcagtgga 8820
acgaaaactc acgttaaggg attttggtca tgagattatc aaaaaggatc ttcacctaga 8880
tcecttttaaa ttaaaaatga agttttaaat caatctaaag tatatatgag taaacttggt 8940
ctgacagtta ccaatgctta atcagtgagg cacctatctc agcgatctgt ctatttegtt 9000
catccatagt tgcctgactce cccgtegtgt agataactac gatacgggag ggcttaccat 9060
ctggcccecag tgctgcaatg ataccgcgag acccacgctce accggctcca gatttatcag 9120
caataaacca gccagcecgga agggccgage gcagaagtgg tcectgcaact ttatccgect 9180
ccatccagtc tattaattgt tgccgggaag ctagagtaag tagttcgcca gttaatagtt 9240
tgcgcaacgt tgttgccatt gctacaggca tcgtggtgtce acgctegteg tttggtatgg 9300
cttcattcag ctccggttec caacgatcaa ggcgagttac atgatcccce atgttgtgcea 9360
aaaaagcggt tagctcctte ggtceccteccga tcecgttgtcag aagtaagttg gecgcagtgt 9420
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tatcactcat ggttatggca gcactgcata attctcttac tgtcatgcca tccgtaagat 9480
gcttttetgt gactggtgag tactcaacca agtcattctg agaatagtgt atgcggcgac 9540
cgagttgctce ttgcccggeg tcaatacggg ataataccgce gccacatagce agaactttaa 9600
aagtgctcat cattggaaaa cgttcttcgg ggcgaaaact ctcaaggatc ttaccgetgt 9660
tgagatccag ttcgatgtaa cccactecgtg cacccaactg atcttcagca tettttactt 9720
tcaccagcegt ttctgggtga gcaaaaacag gaaggcaaaa tgccgcaaaa aagggaataa 9780
gggcgacacg gaaatgttga atactcatac tcttecctttt tcaatattat tgaagcattt 9840
atcagggtta ttgtctcatg agcggataca tatttgaatg tatttagaaa aataaacaaa 9900
taggggttcce gecgcacattt ccccgaaaag tgccacctga ¢ 9941
<210> SEQ ID NO 2
<211> LENGTH: 9206
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<400> SEQUENCE: 2
gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
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aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tccgttaacc tcgagggcgce gccgaattcg atatcaaget tatcgataat 3900
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caacctctgg attacaaaat ttgtgaaaga ttgactggta ttcttaacta tgttgctcect 3960
tttacgctat gtggatacgc tgctttaatg cctttgtatc atgctattge ttcccegtatg 4020
gctttcattt tetectectt gtataaatcce tggttgcectgt ctetttatga ggagttgtgg 4080
ccegttgtca ggcaacgtgg cgtggtgtge actgtgtttg ctgacgcaac ccccactggt 4140
tggggcattg ccaccacctg tcagctectt tcecgggactt tecgctttcece cctecctatt 4200
gccacggegg aactcatcge cgectgectt geccgetget ggacaggggce tcggctgttg 4260
ggcactgaca attccgtggt gttgtcgggg aaatcatcgt cctttecttg gctgectegece 4320
tgtgttgcca cctggattet gegcgggacg tcecttcectget acgtcectte ggccctcaat 4380
ccagcggacce ttcctteeeg cggectgetg ccecggctetge ggectcecttee gegtettege 4440
cttecgeecte agacgagteg gatctcecectt tgggccgect cecccgcatceg ataccgtega 4500
cctegagace tagaaaaaca tggagcaatc acaagtagca atacagcage taccaatgcet 4560
gattgtgcct ggctagaagc acaagaggag gaggaggtgg gttttccagt cacacctcag 4620
gtacctttaa gaccaatgac ttacaaggca gctgtagatc ttagccactt tttaaaagaa 4680
aaggggggac tggaagggct aattcactcc caacgaagac aagatatcct tgatctgtgg 4740
atctaccaca cacaaggcta cttccctgat tggcagaact acacaccagg gccagggatce 4800
agatatccac tgacctttgg atggtgctac aagctagtac cagttgagca agagaaggta 4860
gaagaagcca atgaaggaga gaacacccgce ttgttacacc ctgtgagect gcatgggatg 4920
gatgacccegg agagagaagt attagagtgg aggtttgaca gccgcectagce atttcatcac 4980
atggcccgag agctgcatcce ggactgtact gggtctcetet ggttagacca gatctgagcece 5040
tgggagctct ctggctaact agggaaccca ctgcttaagce ctcaataaag cttgecttga 5100
gtgcttcaag tagtgtgtgc ccgtctgttg tgtgactctyg gtaactagag atccctcaga 5160
ccettttagt cagtgtggaa aatctctage agggcccegtt taaacccget gatcagectce 5220
gactgtgecct tctagttgce agecatctgt tgtttgccece tceccceccegtge cttecttgac 5280
cctggaaggt gccactccecca ctgtecttte ctaataaaat gaggaaattg catcgcattg 5340
tctgagtagg tgtcattcta ttetgggggg tggggtgggg caggacagca agggggagga 5400
ttgggaagac aatagcaggc atgctgggga tgcggtgggce tcectatggctt ctgaggcgga 5460
aagaaccagc tggggctcta gggggtatce ccacgegece tgtagceggeyg cattaagcege 5520
ggcgggtgtyg gtggttacge gcagcgtgac cgctacactt gccagcgecce tagcgcccgce 5580
tcettteget ttettcecceett cetttcetege cacgttegece ggctttceccee gtcaagetcet 5640
aaatcggggg ctccectttag ggttceccgatt tagtgcttta cggcaccteg accccaaaaa 5700
acttgattag ggtgatggtt cacgtagtgg gccatcgcecce tgatagacgg tttttcegecce 5760
tttgacgttg gagtccacgt tctttaatag tggactcttg ttccaaactg gaacaacact 5820
caaccctatc tcggtctatt cttttgattt ataagggatt ttgccgattt cggcectattg 5880
gttaaaaaat gagctgattt aacaaaaatt taacgcgaat taattctgtg gaatgtgtgt 5940
cagttagggt gtggaaagtc cccaggctce ccagcaggca gaagtatgca aagcatgcat 6000
ctcaattagt cagcaaccag gtgtggaaag tccccaggct ccccagcagg cagaagtatg 6060
caaagcatgc atctcaatta gtcagcaacc atagtcccge cectaactcece geccatccecg 6120
ccectaacte cgceccagtte cgcccattcet ccgecccatg gectgactaat tttttttatt 6180
tatgcagagg ccgaggccgce ctcetgcectcet gagcectattece agaagtagtg aggaggcettt 6240
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tttggaggcce taggcttttyg caaaaagctc ccgggagcett gtatatccat tttecggatct 6300
gatcagcacg tgttgacaat taatcatcgg catagtatat cggcatagta taatacgaca 6360
aggtgaggaa ctaaaccatg gccaagttga ccagtgccegt tccggtgcte accgcegegeg 6420
acgtcgecgg agcggtcgag ttectggaccg accggctegg gttcecteccgg gacttegtgg 6480
aggacgactt cgccggtgtg gtccgggacg acgtgaccct gttcatcage geggtccagg 6540
accaggtggt gccggacaac accctggcect gggtgtgggt gegcggcectg gacgagetgt 6600
acgcecgagtyg gtcggaggtce gtgtccacga acttcceggga cgecteceggyg ccggecatga 6660
ccgagatcegg cgagcagecg tgggggeggg agttegecect gegegacceyg gcecggcaact 6720
gcgtgcactt cgtggccgag gagcaggact gacacgtgcet acgagatttce gattccaccyg 6780
ccgectteta tgaaaggttyg ggcttceggaa tcegttttecg ggacgccggce tggatgatcce 6840
tccagegegg ggatctcatg ctggagttcet tcgeccacce caacttgttt attgcagett 6900
ataatggtta caaataaagc aatagcatca caaatttcac aaataaagca tttttttcac 6960
tgcattctag ttgtggtttyg tccaaactca tcaatgtatc ttatcatgtce tgtataccgt 7020
cgacctctag ctagagcttg gcegtaatcat ggtcataget gtttectgtg tgaaattgtt 7080
atccgctcac aattccacac aacatacgag ccggaagcat aaagtgtaaa gectggggtg 7140
cctaatgagt gagctaactc acattaattg cgttgcgcectc actgcccget tteccagtegg 7200
gaaacctgtc gtgccagcectg cattaatgaa tcggccaacyg cgcggggaga ggceggtttge 7260
gtattgggcg ctettececget tectegetca ctgactcecget gegetceggte gtteggetge 7320
ggcgagcggt atcagctcac tcaaaggcgg taatacggtt atccacagaa tcaggggata 7380
acgcaggaaa gaacatgtga gcaaaaggcce agcaaaaggce caggaaccgt aaaaaggccg 7440
cgttgctgge gtttttceccat aggctccgce ccectgacga gcatcacaaa aatcgacgcet 7500
caagtcagag gtggcgaaac ccgacaggac tataaagata ccaggcgttt cccectggaa 7560
gctecectegt gegetectect gttecgacce tgccgecttac cggatacctg tceecgecttte 7620
tcectteggg aagegtggeg ctttcectcata gctcacgetg taggtatcte agttceggtgt 7680
aggtcgtteg ctccaagetg ggctgtgtge acgaacccecce cgttcagcece gaccgcetgeg 7740
ccttatccgg taactatcgt cttgagtcca acccggtaag acacgactta tegccactgg 7800
cagcagccac tggtaacagg attagcagag cgaggtatgt aggcggtgct acagagttct 7860
tgaagtggtg gcctaactac ggctacacta gaagaacagt atttggtatc tgcgctcectgce 7920
tgaagccagt taccttcgga aaaagagttg gtagctcttg atccggcaaa caaaccaccg 7980
ctggtagcgg tggttttttt gtttgcaagce agcagattac gcgcagaaaa aaaggatctce 8040
aagaagatcc tttgatcttt tctacggggt ctgacgctca gtggaacgaa aactcacgtt 8100
aagggatttt ggtcatgaga ttatcaaaaa ggatcttcac ctagatcctt ttaaattaaa 8160
aatgaagttt taaatcaatc taaagtatat atgagtaaac ttggtctgac agttaccaat 8220
gcttaatcag tgaggcacct atctcagcga tcectgtcectatt tegttcatcce atagttgect 8280
gactcccegt cgtgtagata actacgatac gggagggctt accatctggce cccagtgetg 8340
caatgatacc gcgagaccca cgctcaccgg ctecagattt atcagcaata aaccagccag 8400
ccggaagggce cgagcgcaga agtggtcecctg caactttatce cgcectceccatce cagtctatta 8460
attgttgcecg ggaagctaga gtaagtagtt cgccagttaa tagtttgcge aacgttgttg 8520
ccattgctac aggcatcgtg gtgtcacgct cgtegtttgg tatggcttca ttcagctecg 8580
gttcccaacyg atcaaggcga gttacatgat cccccatgtt gtgcaaaaaa gcggttaget 8640
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cctteggtece teccgatcgtt gtcagaagta agttggecge agtgttatca ctcatggtta 8700
tggcagcact gcataattct cttactgtca tgccatcegt aagatgcttt tetgtgactg 8760
gtgagtactc aaccaagtca ttctgagaat agtgtatgcg gcgaccgagt tgctcttgece 8820
cggcgtcaat acgggataat accgcgccac atagcagaac tttaaaagtg ctcatcattg 8880
gaaaacgttc ttcggggcga aaactctcaa ggatcttacc getgttgaga tccagttcega 8940
tgtaacccac tcgtgcaccce aactgatctt cagcatcttt tactttcacc agecgtttcetg 9000
ggtgagcaaa aacaggaagg caaaatgccg caaaaaaggg aataagggcg acacggaaat 9060
gttgaatact catactcttc ctttttcaat attattgaag catttatcag ggttattgtce 9120
tcatgagcgg atacatattt gaatgtattt agaaaaataa acaaataggg gttccgcgca 9180
catttccceg aaaagtgcca cctgac 9206
<210> SEQ ID NO 3
<211> LENGTH: 8435
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<400> SEQUENCE: 3
tcaatattgg ccattagcca tattattcat tggttatata gcataaatca atattggcta 60
ttggccattg catacgttgt atctatatca taatatgtac atttatattg gctcatgtcc 120
aatatgaccg ccatgttggce attgattatt gactagttat taatagtaat caattacggg 180
gtcattagtt catagcccat atatggagtt ccgcgttaca taacttacgg taaatggecce 240
gectggetga cegeccaacg acceccgece attgacgtca ataatgacgt atgttcccat 300
agtaacgcca atagggactt tccattgacg tcaatgggtyg gagtatttac ggtaaactge 360
ccacttggca gtacatcaag tgtatcatat geccaagtceg cccectattyg acgtcaatga 420
cggtaaatgg cccgectgge attatgecca gtacatgace ttacgggact ttectacttg 480
gcagtacatc tacgtattag tcatcgctat taccatggtg atgeggtttt ggcagtacac 540
caatgggcegt ggatageggt ttgactcacg gggatttcca agtctccacce ccattgacgt 600
caatgggagt ttgttttggc accaaaatca acgggacttt ccaaaatgtc gtaacaactg 660
cgategeceg cccegttgac gcaaatggge ggtaggegtyg tacggtggga ggtctatata 720
agcagagctce gtttagtgaa ccgtcagatc actagaaget ttattgeggt agtttatcac 780
agttaaattg ctaacgcagt cagtgcttct gacacaacag tctcgaactt aagctgcagt 840
gactctetta aggtagcctt gcagaagttg gtcegtgagge actgggcagg taagtatcaa 900
ggttacaaga caggtttaag gagaccaata gaaactgggc ttgtcgagac agagaagact 960
cttgcgttte tgataggcac ctattggtct tactgacatc cactttgcct ttetctecac 1020
aggtgtccac tcccagttca attacagctce ttaaggctag agtacttaat acgactcact 1080
ataggctagce ctcgagctta agecttggatc cgccgccacce atgtccgcag caccactggt 1140
cacggcaatg tgtttgctcg gaaatgtgag cttcecccatge gaccgecccge ccacatgcta 1200
tacccgegaa cctteccagag cectcgacat ccttgaagag aacgtgaacce atgaggccta 1260
cgataccctg ctcaatgcca tattgcecggtg cggatcgtet ggcagcgtca ttgacgactt 1320
taccctgace agcccecctact tgggcacatg ctegtactge caccatactg taccgtgett 1380
cagcectgtt aagatcgagce aggtctggga cgaagcggac gataacacca tacgcataca 1440
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gacttcegee cagtttggat acgaccaaag cggagcagca agcgcaaaca agtaccgcta 1500
catgtcgett aagctgatgt acccatacga tgttccagat tacgctaccg ttaaagaagg 1560
caccatggat gacatcaaga ttagcacctc aggaccgtgt agaaggctta gctacaaagg 1620
atactttctc ctcgcaaaat gccctcecagg ggacagcecgta acggttagca tagtgagtag 1680
caactcagca acgtcatgta cactggeccg caagataaaa ccaaaattcyg tgggacggga 1740
aaaatatgat ctacctceceg ttcacggtaa aaaaattcect tgcacagtgt acgaccgtct 1800
ggccgctaca actgcaggct acatcactat gcacaggcceg agaccgcacg cttatacatce 1860
ctacctggaa gaatcatcag ggaaagttta cgcaaagccg ccatctggga agaacattac 1920
gtatgagtgce aagtgcggeg actacaagac cggaaccgtt tcgacccgca ccgaaatcac 1980
tggttgcacc gccatcaage agtgcgtcge ctataagagce gaccaaacga agtgggtcett 2040
caactcaccg gacttgatca gacatgacga ccacacggcc caagggaaat tgcatttgcece 2100
tttcaagttg atcccgagta cctgcatggt ccctgttgecce cacgcgccga atgtaataca 2160
tggctttaaa cacatcagcc tccaattaga tacagaccac ttgacattgce tcaccaccag 2220
gagactaggyg gcaaacccgg aaccaaccac tgaatggatc gtcggaaaga cggtcagaaa 2280
cttcaccgtc gaccgagatg gectggaata catatgggga aatcatgagce cagtgagggt 2340
ctatgeccaa gagtcagcac caggagaccce tcacggatgg ccacacgaaa tagtacagca 2400
ttactaccat cgccatcctg tgtacaccat cttagccegtce gcatcagcta ccgtggcgat 2460
gatgattggc gtaactgttg cagtgttatg tgcctgtaaa gcgcgcecgtg agtgcctgac 2520
gccatacgece ctggcecccaa acgccgtaat cccaactteg ctggcactct tgtgetgegt 2580
taggtcggcce aatgctgaaa cgttcaccga gaccatgagt tacttgtggt cgaacagtca 2640
gcecgttette tgggtccagt tgtgcatacce tttggeccget ttcatcegttce taatgcgetg 2700
ctgctectge tgcctgecett ttttagtggt tgccggegece tacctggcga aggtagacgce 2760
ctacgaacat gcgaccactg ttccaaatgt gccacagata ccgtataagg cacttgttga 2820
aagggcaggg tatgcccecge tcaatttgga gatcactgtc atgtcctcecgg aggttttgece 2880
ttccaccaac caagagtaca ttacctgcaa attcaccact gtggtcccct ccccaaaaat 2940
caaatgctgce ggcteccttgg aatgtcagce ggccgctcecat gcaggctata cctgcaaggt 3000
cttcggaggg gtctaccect ttatgtgggg aggagcgcaa tgtttttgceg acagtgagaa 3060
cagccagatg agtgaggcgt acgtcgaatt gtcagcagat tgcgcgtctg accacgcgca 3120
ggcgattaag gtgcacactg ccgcgatgaa agtaggactg cgtattgtgt acgggaacac 3180
taccagtttc ctagatgtgt acgtgaacgg agtcacacca ggaacgtcta aagacttgaa 3240
agtcatagct ggaccaattt cagcatcgtt tacgccattc gatcataagg tcgttatcca 3300
tcgeggectyg gtgtacaact atgacttcce ggaatatgga gcgatgaaac caggagcgtt 3360
tggagacatt caagctacct ccttgactag caaggatctc atcgccagca cagacattag 3420
gctactcaag ccttecgceca agaacgtgca tgtcccgtac acgcaggect catcaggatt 3480
tgagatgtgg aaaaacaact caggccgccce actgcaggaa accgcacctt tegggtgtaa 3540
gattgcagta aatccgctce gageggtgga ctgttcatac gggaacattc ccatttctat 3600
tgacatccecg aacgctgect ttatcaggac atcagatgca ccactggtcect caacagtcaa 3660
atgtgaagtc agtgagtgca cttattcagc agacttcggce gggatggcca ccctgcagta 3720
tgtatccgac cgcgaaggtc aatgccccgt acattcgcat tcgagcacag caactctcca 3780
agagtcgaca gtacatgtcc tggagaaagg agcggtgaca gtacacttta gcaccgcgag 3840
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tccacaggcg aactttatcg tatcgcetgtg tgggaagaag acaacatgca atgcagaatg 3900
taaaccacca gctgaccata tcgtgagcac cccgcacaaa aatgaccaag aatttcaage 3960
cgccatctca aaaacatcat ggagttggct gtttgcccett ttcecggeggeg cctegteget 4020
attaattata ggacttatga tttttgcttg cagcatgatg ctgactagca cacgaagatg 4080
aggatccgaa ttggccgett cecctttagtg agggttaatg cttcgagcag acatgataag 4140
atacattgat gagtttggac aaaccacaac tagaatgcag tgaaaaaaat gctttatttg 4200
tgaaatttgt gatgctattg ctttatttgt aaccattata agctgcaata aacaagttaa 4260
caacaacaat tgcattcatt ttatgtttca ggttcagggg gagatgtggg aggtttttta 4320
aagcaagtaa aacctctaca aatgtggtaa aatccgataa ggatcgatcce gggctggegt 4380
aatagcgaag aggcccgcac cgatcgecct teccaacagt tgcgcagect gaatggcgaa 4440
tggacgcgcece ctgtagcgge gcattaagcg cggegggtgt ggtggttacg cgcagcegtga 4500
ccgctacact tgccagcgece ctagcgeccg ctecectttege tttettcecceet tecttteteg 4560
ccacgttege cggctttecece cgtcaagcte taaatcgggg gctceccttta gggttcecgat 4620
ttagagcttt acggcacctc gaccgcaaaa aacttgattt gggtgatggt tcacgtagtg 4680
ggccatcgece ctgatagacg gtttttegece ctttgacgtt ggagtccacg ttcectttaata 4740
gtggactctt gttccaaact ggaacaacac tcaaccctat ctcggtctat tcttttgatt 4800
tataagggat tttgccgatt tcecggcectatt ggttaaaaaa tgagctgatt taacaaatat 4860
ttaacgcgaa ttttaacaaa atattaacgt ttacaatttc gecctgatgcg gtattttcte 4920
cttacgcatc tgtgcggtat ttcacaccgce atacgcggat ctgcgcagca ccatggcctg 4980
aaataacctc tgaaagagga acttggttag gtaccttcectg aggcggaaag aaccagctgt 5040
ggaatgtgtg tcagttaggg tgtggaaagt ccccaggctc cccagcaggc agaagtatge 5100
aaagcatgca tctcaattag tcagcaacca ggtgtggaaa gtccccaggce tcecccagcag 5160
gcagaagtat gcaaagcatg catctcaatt agtcagcaac catagtcccg ccecctaactce 5220
cgcccatceccece geccectaact cegceccagtt ccgeccatte teccgeccccat ggctgactaa 5280
ttttttttat ttatgcagag gccgaggccg ccteggecte tgagctattce cagaagtagt 5340
gaggaggctt ttttggaggc ctaggctttt gcaaaaagct tgattcttct gacacaacag 5400
tctcgaactt aaggctagag ccaccatgat tgaacaagat ggattgcacg caggttctcce 5460
ggcegcettgg gtggagaggce tattcggcta tgactgggca caacagacaa tcggctgcetce 5520
tgatgccgee gtgttccgge tgtcagegca ggggcgececg gttcetttttg tcaagaccga 5580
cctgteeggt gecctgaatg aactgcagga cgaggcagceg cggctatcgt ggctggccac 5640
gacgggcgtt ccttgcgcag ctgtgctecga cgttgtcact gaagcgggaa gggactggcet 5700
gctattggge gaagtgccgg ggcaggatct cctgtcatcet caccttgetce ctgccgagaa 5760
agtatccatc atggctgatg caatgcggcg gctgcatacg cttgatccgg ctacctgecce 5820
attcgaccac caagcgaaac atcgcatcga gegagcacgt actcggatgg aagccggtcet 5880
tgtcgatcag gatgatctgg acgaagagca tcaggggctc gcgccagcceg aactgttegce 5940
caggctcaag gcgcegecatge ccgacggega ggatctegte gtgacccatyg gcegatgectg 6000
cttgccgaat atcatggtgg aaaatggccg cttttctgga ttcatcgact gtggecgget 6060
gggtgtggceg gaccgctate aggacatagce gttggctacc cgtgatattg ctgaagagcet 6120
tggcggcgaa tgggctgacc gettectegt gcectttacggt atcgeccgcte ccgattegcea 6180
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gcgcatcgece ttcectatcgcee ttettgacga gttcttctga gegggactcect ggggttcegaa 6240
atgaccgacc aagcgacgcc caacctgcca tcacgatggce cgcaataaaa tatctttatt 6300
ttcattacat ctgtgtgttg gttttttgtg tgaatcgata gcgataagga tccgcegtatg 6360
gtgcactcte agtacaatct gctcectgatge cgcatagtta agccagcccce gacacccgcec 6420
aacaccecgct gacgcgcect gacgggcecttg tcectgctececg gecatccgcett acagacaagce 6480
tgtgaccgtce tccgggagcet gcatgtgtca gaggttttca ccgtcatcac cgaaacgcgce 6540
gagacgaaag ggcctcgtga tacgcctatt tttataggtt aatgtcatga taataatggt 6600
ttcttagacg tcaggtggca cttttcecgggg aaatgtgcege ggaaccccta tttgtttatt 6660
tttctaaata cattcaaata tgtatccgct catgagacaa taaccctgat aaatgcttca 6720
ataatattga aaaaggaaga gtatgagtat tcaacatttc cgtgtcgcce ttattccctt 6780
ttttgcggca ttttgcctte ctgtttttge tcacccagaa acgctggtga aagtaaaaga 6840
tgctgaagat cagttgggtg cacgagtggg ttacatcgaa ctggatctca acagcggtaa 6900
gatccttgag agttttcgce ccgaagaacg ttttccaatg atgagcactt ttaaagttcect 6960
gctatgtgge geggtattat ccegtattga cgccgggcaa gagcaactcg gtcegceccgcat 7020
acactattct cagaatgact tggttgagta ctcaccagtc acagaaaagc atcttacgga 7080
tggcatgaca gtaagagaat tatgcagtgc tgccataacc atgagtgata acactgcggc 7140
caacttactt ctgacaacga tcggaggacc gaaggagcta accgcttttt tgcacaacat 7200
gggggatcat gtaactcgce ttgatcgttg ggaaccggag ctgaatgaag ccataccaaa 7260
cgacgagcgt gacaccacga tgcctgtage aatggcaaca acgttgcgca aactattaac 7320
tggcgaacta cttactctag cttccecggca acaattaata gactggatgg aggcggataa 7380
agttgcagga ccacttctge gcectcecggecct tceceggctgge tggtttattg ctgataaatce 7440
tggagceggt gagcgtgggt ctecgceggtat cattgcagca ctggggccag atggtaagcece 7500
ctccegtate gtagttatcet acacgacggg gagtcaggca actatggatg aacgaaatag 7560
acagatcgct gagataggtg cctcactgat taagcattgg taactgtcag accaagttta 7620
ctcatatata ctttagattg atttaaaact tcatttttaa tttaaaagga tctaggtgaa 7680
gatccttttt gataatctca tgaccaaaat cccttaacgt gagttttcgt tccactgage 7740
gtcagacccee gtagaaaaga tcaaaggatc ttcttgagat ccttttttte tgcgcgtaat 7800
ctgctgcettg caaacaaaaa aaccaccgct accagcggtg gtttgtttge cggatcaaga 7860
gctaccaact ctttttccga aggtaactgg cttcagcaga gcgcagatac caaatactgt 7920
ccttctagtg tagccgtagt taggccacca cttcaagaac tctgtagcac cgcctacata 7980
cctegetetg ctaatcctgt taccagtgge tgctgccagt ggcgataagt cgtgtcettac 8040
cgggttggac tcaagacgat agttaccgga taaggcgcag cggteggget gaacgggggyg 8100
ttegtgcaca cagcccagcet tggagcgaac gacctacacce gaactgagat acctacageg 8160
tgagctatga gaaagcgcca cgcttceccga agggagaaag gcggacaggt atccggtaag 8220
cggcagggte ggaacaggag agcgcacgag ggagcttceca gggggaaacyg cctggtatct 8280
ttatagtcct gtcgggttte gecacctcectg acttgagegt cgatttttgt gatgctegte 8340
aggggggcgg agcctatgga aaaacgccag caacgcggcece tttttacggt tectggectt 8400
ttgctggect tttgctcaca tggctcgaca gatcet 8435

<210> SEQ ID NO 4
<211> LENGTH: 11092
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<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Constructed plasmid vector

<400> SEQUENCE: 4

gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtgge
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagceggg
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcce agggggaaag aaaaaatata
aattaaaaca tatagtatgg gcaagcaggg agctagaacyg attcgcagtt aatcctggece
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcate
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata
ggagetttgt tecttgggtt cttgggagca gcaggaagca ctatgggege agegtcaatg
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtcectgggyg catcaagcag
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagyg atcaacaget cctggggatt
tggggttgcet ctggaaaact catttgcacce actgetgtge cttggaatge tagttggagt
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt

aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag

aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680

1740

1800

1860

1920

1980

2040

2100

2160
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acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tctggccteg geggccaagce ttggcaatcce ggtactgttg gtaaagccac 3900
catggaagat gccaaaaaca ttaagaaggg cccagcgcca ttctacccac tcgaagacgg 3960
gaccgecegge gagcagcetge acaaagccat gaagcegetac gecctggtge ceggcaccat 4020
cgectttace gacgcacata tcgaggtgga cattacctac geccgagtact tcegagatgag 4080
cgttcggetg gcagaagcta tgaagcgcta tgggctgaat acaaaccatc ggatcgtggt 4140
gtgcagcgag aatagcttgce agttcttcat gecccecgtgttg ggtgccctgt tcatcggtgt 4200
ggctgtggee ccagctaacyg acatctacaa cgagcgegag ctgctgaaca gcatgggeat 4260
cagccagece accgtegtat tcgtgagcaa gaaagggctyg caaaagatcce tcaacgtgca 4320
aaagaagcta ccgatcatac aaaagatcat catcatggat agcaagaccyg actaccaggg 4380
cttccaaagc atgtacacct tecgtgacttc ccatttgcca ceccggcttca acgagtacga 4440
cttegtgece gagagcectteg accgggacaa aaccatcgcece ctgatcatga acagtagtgg 4500
cagtaccgga ttgcccaagg gcgtageccct accgcaccgce accgcttgtg tecgattcag 4560
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tcatgcccge gaccccatet tceggcaacca gatcatcccce gacaccgcta tectcagegt 4620
ggtgccattt caccacggct tcggcatgtt caccacgctg ggctacttga tctgeggett 4680
tcgggtegtg ctcatgtacce gettcgagga ggagctattce ttgcgcaget tgcaagacta 4740
taagattcaa tctgccctge tggtgcccac actatttage ttcttecgcta agagcactcet 4800
catcgacaag tacgacctaa gcaacttgca cgagatcgece ageggcegggyg cgccgetcag 4860
caaggaggta ggtgaggccg tggccaaacg cttccaccta ccaggcatce gccagggcta 4920
cggectgaca gaaacaacca gcgccattet gatcacceee gaaggggacyg acaagectgg 4980
cgcagtaggce aaggtggtgce ccttcttcga ggctaaggtg gtggacttgg acaccggtaa 5040
gacactgggt gtgaaccagc gcggcgagct gtgcgtccecgt ggccccatga tcatgagegg 5100
ctacgttaac aaccccgagg ctacaaacgce tctcatcgac aaggacgget ggctgcacag 5160
cggcgacatc gecctactggg acgaggacga gcacttcecttce atcgtggacce ggctgaagag 5220
cctgatcaaa tacaagggct accaggtage cccagccgaa ctggagagca tcctgetgea 5280
acaccccaac atcttecgacg ccggggtege cggectgece gacgacgatyg ccggegaget 5340
geeegecgea gtegtegtge tggaacacgg taaaaccatg accgagaagg agatcgtgga 5400
ctatgtggcce agccaggtta caaccgccaa gaagctgcege ggtggtgttg tgttcecgtgga 5460
cgaggtgcct aaaggactga ccggcaagtt ggacgcccegce aagatccgeg agattctcat 5520
taaggccaag aagggcggca agatcgccgt gaattctget tgcaagaact ggttcagtag 5580
cttaagccac tttgtgatcc accttaacag ccacggcttce cctceccgagg tggaggagca 5640
ggeegecegge accctgcecca tgagetgege ccaggagage ggcatggata gacaccctge 5700
tgcttgegee agcgccagga tcaacgtcta actgcagtcet agaacctcga gggcgcegecg 5760
aattcgatat caagcttatc gataatcaac ctctggatta caaaatttgt gaaagattga 5820
ctggtattct taactatgtt gctcectttta cgctatgtgg atacgctget ttaatgectt 5880
tgtatcatgc tattgcttcecc cgtatggctt tcattttetce ctceccttgtat aaatcctggt 5940
tgctgtetet ttatgaggag ttgtggcccg ttgtcaggca acgtggcgtg gtgtgcactg 6000
tgtttgctga cgcaacccece actggttggg gcattgccac cacctgtcag ctectttecg 6060
ggactttege ttteccecte cctattgeca cggcggaact catcgcecgece tgccttgecce 6120
gctgetggac aggggctcecgg ctgttgggca ctgacaattce cgtggtgttg tcggggaaat 6180
catcgtectt tecttggetg ctegectgtg ttgccacctg gattctgcge gggacgtect 6240
tctgctacgt cecctteggece ctcaatccag cggaccttee ttcececcgegge ctgctgececgg 6300
ctectgeggece tettecgegt cttegectte gcecectcagac gagtcggate tecctttggg 6360
cegectecee gcatcgatac cgtcgaccte gagacctaga aaaacatgga gcaatcacaa 6420
gtagcaatac agcagctacc aatgctgatt gtgcctgget agaagcacaa gaggaggagyg 6480
aggtgggttt tccagtcaca cctcaggtac ctttaagacc aatgacttac aaggcagctg 6540
tagatcttag ccacttttta aaagaaaagg ggggactgga agggctaatt cactcccaac 6600
gaagacaaga tatccttgat ctgtggatct accacacaca aggctacttc cctgattgge 6660
agaactacac accagggcca gggatcagat atccactgac ctttggatgg tgctacaagc 6720
tagtaccagt tgagcaagag aaggtagaag aagccaatga aggagagaac acccgettgt 6780
tacaccctgt gagcctgcat gggatggatg acccggagag agaagtatta gagtggaggt 6840
ttgacagccg cctagcattt catcacatgg cccgagagcet gcatccggac tgtactgggt 6900
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ctctetggtt agaccagatc tgagcectggg agetctetgg ctaactaggg aacccactgce 6960
ttaagcctca ataaagcttg ccttgagtge ttcaagtagt gtgtgcccgt ctgttgtgtg 7020
actctggtaa ctagagatcc ctcagaccct tttagtcagt gtggaaaatc tctagcaggg 7080
ccegtttaaa ceccgectgate agectcgact gtgectteta gttgccagece atctgttgtt 7140
tgccectece cegtgectte cttgaccctg gaaggtgceca ctceccactgt ccectttectaa 7200
taaaatgagg aaattgcatc gcattgtctg agtaggtgtc attctattct ggggggtggg 7260
gtggggcagyg acagcaaggg ggaggattgg gaagacaata gcaggcatgce tggggatgeg 7320
gtgggctcta tggcttctga ggcggaaaga accagctggg gctctagggg gtatcccecac 7380
gcgeectgta geggegecatt aagegcggceg ggtgtggtgg ttacgcgcag cgtgaccget 7440
acacttgcca gecgcectage geccgcetect ttegetttet teccttectt tetegecacyg 7500
ttcgecgget ttcecceccgtceca agetctaaat cgggggcetcece ctttagggtt ccgatttagt 7560
gctttacgge acctcgacce caaaaaactt gattagggtg atggttcacg tagtgggcca 7620
tcgcectgat agacggtttt tegeccectttg acgttggagt ccacgttctt taatagtgga 7680
ctcttgttece aaactggaac aacactcaac cctatctegg tcectattcttt tgatttataa 7740
gggattttge cgatttcgge ctattggtta aaaaatgagc tgatttaaca aaaatttaac 7800
gcgaattaat tcectgtggaat gtgtgtcagt tagggtgtgg aaagtcccca ggctccccag 7860
caggcagaag tatgcaaagc atgcatctca attagtcagc aaccaggtgt ggaaagtccc 7920
caggctcecccece agcaggcaga agtatgcaaa gcatgcatct caattagtca gcaaccatag 7980
tceegecect aacteccgece atcccgecce taactccegece cagttceccgece cattctecege 8040
cccatggetg actaattttt tttatttatg cagaggccga ggccgcectcet gectctgagce 8100
tattccagaa gtagtgagga ggcttttttg gaggcctagg cttttgcaaa aagctcccgg 8160
gagcttgtat atccattttc ggatctgatc agcacgtgtt gacaattaat catcggcata 8220
gtatatcggc atagtataat acgacaaggt gaggaactaa accatggcca agttgaccag 8280
tgccgtteeg gtgctcacceyg cgcgcgacgt cgccggageg gtcgagttet ggaccgaccg 8340
gctegggtte tececgggact tcecgtggagga cgacttcecgec ggtgtggtcecce gggacgacgt 8400
gaccectgtte atcagcgegg tccaggacca ggtggtgceg gacaacaccce tggectgggt 8460
gtgggtgcge ggcctggacg agctgtacge cgagtggteg gaggtcegtgt ccacgaactt 8520
cegggacgee tccgggecgg ccatgaccga gatcggcegag cagecgtggyg ggcgggagtt 8580
cgecctgege gacceggecg gcaactgegt geacttegtyg gecgaggage aggactgaca 8640
cgtgctacga gatttcgatt ccaccgccge cttcectatgaa aggttggget teggaatcegt 8700
tttcecgggac gecggctgga tgatcectcecca gcgeggggat ctcatgcectgg agttcettege 8760
ccaccccaac ttgtttattg cagcttataa tggttacaaa taaagcaata gcatcacaaa 8820
tttcacaaat aaagcatttt tttcactgca ttctagttgt ggtttgtcca aactcatcaa 8880
tgtatcttat catgtctgta taccgtcgac ctctagctag agcttggcegt aatcatggtce 8940
atagctgttt cctgtgtgaa attgttatcc gctcacaatt ccacacaaca tacgagccgg 9000
aagcataaag tgtaaagcct ggggtgccta atgagtgagce taactcacat taattgegtt 9060
gcgcectcactyg ccecgetttee agtegggaaa cctgtegtge cagcectgcatt aatgaatcegg 9120
ccaacgcgceg gggagaggceg gtttgcegtat tgggcgetcet tecgecttcect cgctcactga 9180
ctegetgege teggtegtte ggectgceggceg ageggtatca gcectcactcaa aggcggtaat 9240
acggttatce acagaatcag gggataacgc aggaaagaac atgtgagcaa aaggccagca 9300
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aaaggccagg aaccgtaaaa aggccgegtt gctggegttt ttccatagge tecgecccece 9360
tgacgagcat cacaaaaatc gacgctcaag tcagaggtgg cgaaacccga caggactata 9420
aagataccag gcgtttcecee ctggaagcte cctegtgege tectcectgtte cgaccctgece 9480
gcttaccgga tacctgtceccg cctttetece ttcecgggaage gtggegettt ctcecatagetce 9540
acgctgtagg tatctcagtt cggtgtaggt cgttcgetcce aagctggget gtgtgcacga 9600
accceceegtt cagcccgacce getgcegectt atccggtaac tatcgtcttg agtccaacce 9660
ggtaagacac gacttatcge cactggcagce agccactggt aacaggatta gcagagcgag 9720
gtatgtaggc ggtgctacag agttcttgaa gtggtggcct aactacggct acactagaag 9780
aacagtattt ggtatctgcg ctctgctgaa gccagttacce ttcggaaaaa gagttggtag 9840
ctcttgatcce ggcaaacaaa ccaccgctgg tageggtggt ttttttgttt gcaagcagca 9900
gattacgcgce agaaaaaaag gatctcaaga agatcctttg atcttttcecta cggggtcectga 9960
cgctcagtgg aacgaaaact cacgttaagg gattttggtc atgagattat caaaaaggat 10020
cttcacctag atccttttaa attaaaaatg aagttttaaa tcaatctaaa gtatatatga 10080
gtaaacttgg tctgacagtt accaatgctt aatcagtgag gcacctatct cagcgatctg 10140
tctatttegt tcatccatag ttgcctgact cccegtegtg tagataacta cgatacggga 10200
gggcttacca tctggcccca gtgctgcaat gataccgcga gacccacgct caccggctee 10260
agatttatca gcaataaacc agccagccgg aagggccgag cgcagaagtg gtcctgcaac 10320
tttatcecgee teccatccagt ctattaattg ttgccgggaa gctagagtaa gtagttcegee 10380
agttaatagt ttgcgcaacg ttgttgccat tgctacaggce atcgtggtgt cacgctcgte 10440
gtttggtatg gcttcattca gcteccggtte ccaacgatca aggcgagtta catgatccce 10500
catgttgtgc aaaaaagcgg ttagctcecctt cggtcctecg atcgttgtca gaagtaagtt 10560
ggccgcagtyg ttatcactca tggttatggce agcactgcat aattctctta ctgtcatgecce 10620
atccgtaaga tgcttttetg tgactggtga gtactcaacc aagtcattct gagaatagtg 10680
tatgcggcga ccgagttget cttgcccgge gtcaatacgg gataataccg cgccacatag 10740
cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac tctcaaggat 10800
cttaccgetg ttgagatcca gttcgatgta acccactegt gcacccaact gatcttcage 10860
atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgccgcaaa 10920
aaagggaata agggcgacac ggaaatgttg aatactcata ctcttccttt ttcaatatta 10980
ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa 11040
aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgccacctg ac 11092
<210> SEQ ID NO 5
<211> LENGTH: 10401
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<400> SEQUENCE: 5
gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
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attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
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cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tccatgagtg actccaagga accaagactg cagcagctgg gecctectgga 3900
ggaggaacag ctgagaggcce ttggattccg acagactcga ggatacaaga gcttagcagg 3960
gtgtcttgge catggtccce tggtgctgca actcctctec ttcacgectcet tggetggget 4020
ccttgtecaa gtgtccaagg tceccccagcecte cataagtcag gaacaatcca ggcaagacgc 4080
gatctaccag aacctgaccce agcttaaagce tgcagtgggt gagctctcag agaaatccaa 4140
gctgcaggag atctaccagg agctgaccca gctgaaggcet gcagtgggtg agcttccaga 4200
gaaatctaag ctgcaggaga tctaccagga gctgacccga ctgaaggctg cagtgggtga 4260
gcttecagag aaatctaagce tgcaggagat ctaccaggag ctgacctggce tgaaggcetge 4320
agtgggtgag cttccagaga aatctaagat gcaggagatc taccaggagc tgactcggcet 4380
gaaggctgca gtgggtgagce ttccagagaa atctaagcag caggagatct accaggagct 4440
gaccecggetyg aaggctgcag tgggtgagcet tccagagaaa tctaagcagce aggagatcta 4500
ccaggagetg accceggetga aggctgcagt gggtgagett ccagagaaat ctaagcagca 4560
ggagatctac caggagctga cccagctgaa ggctgcagtg gaacgectgt gecacccctg 4620
tcectgggaa tggacattcet tcecaaggaaa ctgttacttce atgtctaact cccagcggaa 4680
ctggcacgac tccatcaccg cctgcaaaga agtgggggece cagetcegteg taatcaaaag 4740
tgctgaggag cagaacttcc tacagctgca gtcttccaga agtaaccgcet tcacctggat 4800
gggactttca gatctaaatc aggaaggcac gtggcaatgg gtggacggct cacctctgtt 4860
geecagette aagcagtatt ggaacagagg agagcccaac aacgttgggg aggaagactg 4920
cgcggaattt agtggcaatg gctggaacga cgacaaatgt aatcttgcca aattctggat 4980
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ctgcaaaaag tccgcagect cctgcteccag ggatgaagaa cagtttcttt cteccageccce 5040
tgccacccca aacccecccecte ctgcgtagga attcgatatc aagcttatcg ataatcaacc 5100
tctggattac aaaatttgtyg aaagattgac tggtattcectt aactatgttg ctecttttac 5160
gctatgtgga tacgctgctt taatgcecttt gtatcatget attgcettceccce gtatggettt 5220
cattttectece teccttgtata aatcctggtt gctgtctett tatgaggagt tgtggccegt 5280
tgtcaggcaa cgtggcgtgg tgtgcactgt gtttgctgac gcaaccccca ctggttgggg 5340
cattgccacc acctgtcage tectttecgg gacttteget ttcecccectee ctattgecac 5400
ggcggaacte atcgccgect gecttgeceg ctgctggaca ggggctegge tgttgggcac 5460
tgacaattcc gtggtgttgt cggggaaatc atcgtccttt cecttggctge tegectgtgt 5520
tgccacctgg attctgcgeg ggacgtectt ctgctacgte cctteggcece tcaatccagce 5580
ggaccttecet tececgeggee tgctgceegge tectgeggect cttecgegtce ttegectteg 5640
ccetcagacg agtceggatcet cectttggge cgectceececg catcgatacce gtcgaccteg 5700
agacctagaa aaacatggag caatcacaag tagcaataca gcagctacca atgctgattg 5760
tgcctggcta gaagcacaag aggaggagga ggtgggtttt ccagtcacac ctcaggtacc 5820
tttaagacca atgacttaca aggcagctgt agatcttagc cactttttaa aagaaaaggg 5880
gggactggaa gggctaattc actcccaacg aagacaagat atccttgatc tgtggatcta 5940
ccacacacaa ggctacttcce ctgattggca gaactacaca ccagggccag ggatcagata 6000
tccactgace tttggatggt gctacaagct agtaccagtt gagcaagaga aggtagaaga 6060
agccaatgaa ggagagaaca cccgcttgtt acaccctgtg agcecctgcatg ggatggatga 6120
ccecggagaga gaagtattag agtggaggtt tgacagecge ctagcattte atcacatggce 6180
ccgagagctg catccggact gtactgggtce tctetggtta gaccagatct gagcecctggga 6240
gctetectgge taactaggga acccactgcet taagcctcaa taaagcttgce cttgagtget 6300
tcaagtagtg tgtgcccgte tgttgtgtga ctectggtaac tagagatccce tcagaccctt 6360
ttagtcagtg tggaaaatct ctagcagggc ccgtttaaac ccgctgatca gectcgactg 6420
tgccttetag ttgccageca tetgttgttt gccectecce cgtgecttece ttgaccctgg 6480
aaggtgccac tcccactgte ctttcectaat aaaatgagga aattgcatcg cattgtctga 6540
gtaggtgtca ttctattctg gggggtgggg tggggcagga cagcaagggg gaggattggg 6600
aagacaatag caggcatgct ggggatgcgg tgggctctat ggcttctgag gcecggaaagaa 6660
ccagetgggg ctctaggggg tatccccacg cgecctgtag cggegcatta agcegeggcegyg 6720
gtgtggtggt tacgcgcagce gtgaccgcta cacttgccag cgccctageg ccecgcetectt 6780
tcgetttett cecttecttt ctegecacgt tcegecggett tecccecgtcaa gcetctaaatce 6840
gggggcteece tttagggttce cgatttagtg ctttacggca cctcgacccce aaaaaacttg 6900
attagggtga tggttcacgt agtgggccat cgccctgata gacggttttt cgccctttga 6960
cgttggagtc cacgttcttt aatagtggac tcttgttcecca aactggaaca acactcaacc 7020
ctatcteggt ctattctttt gatttataag ggattttgcc gatttcggece tattggttaa 7080
aaaatgagct gatttaacaa aaatttaacg cgaattaatt ctgtggaatg tgtgtcagtt 7140
agggtgtgga aagtccccag gectccccage aggcagaagt atgcaaagca tgcatctcaa 7200
ttagtcagca accaggtgtg gaaagtccce aggctcccca gcaggcagaa gtatgcaaag 7260
catgcatctc aattagtcag caaccatagt cccgccecta actccgccca teccgceccect 7320
aactccgecce agttceccgecce attctcecgcee ccatggetga ctaatttttt ttatttatge 7380
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agaggccgag gccgectetg cctcectgaget attccagaag tagtgaggag gettttttgg 7440
aggcctaggce ttttgcaaaa agctcccggg agcttgtata tccatttteg gatctgatca 7500
gcacgtgttyg acaattaatc atcggcatag tatatcggca tagtataata cgacaaggtg 7560
aggaactaaa ccatggccaa gttgaccagt gcecgtteegg tgctcaccge gegcgacgte 7620
gccggagegyg tcegagttcectg gaccgaccgg ctegggttet cccgggactt cgtggaggac 7680
gacttcgeeg gtgtggtccecg ggacgacgtg accctgttca tcagcecgeggt ccaggaccag 7740
gtggtgcegg acaacaccct ggectgggtg tgggtgcgeg gectggacga gctgtacgece 7800
gagtggtegyg aggtegtgte cacgaacttc cgggacgect cegggecgge catgaccgag 7860
atcggegage agceegtgggg gegggagtte gecctgegeg accceggcecegyg caactgegtyg 7920
cacttcgtgg ccgaggagca ggactgacac gtgctacgag atttcgatte caccgccgcece 7980
ttctatgaaa ggttgggett cggaatcgtt ttcecgggacg ccggctggat gatcctecag 8040
cgcggggatce tcatgctgga gttcecttegcee caccccaact tgtttattge agecttataat 8100
ggttacaaat aaagcaatag catcacaaat ttcacaaata aagcattttt ttcactgcat 8160
tctagttgtg gtttgtccaa actcatcaat gtatcttatc atgtctgtat accgtcgacc 8220
tctagctaga gecttggcgta atcatggtca tagectgtttce ctgtgtgaaa ttgttatccg 8280
ctcacaattc cacacaacat acgagccgga agcataaagt gtaaagcctg gggtgcctaa 8340
tgagtgagct aactcacatt aattgcgttg cgctcactge cecgctttceca gtecgggaaac 8400
ctgtcgtgece agctgcatta atgaatcggce caacgcgegg ggagaggcgg tttgcegtatt 8460
gggcgctett cegettecte gctcactgac tecgctgeget cggtegttceg gctgeggcega 8520
gcggtatcag ctcactcaaa ggcggtaata cggttatcca cagaatcagg ggataacgca 8580
ggaaagaaca tgtgagcaaa aggccagcaa aaggccagga accgtaaaaa ggccgegttg 8640
ctggcgtttt tccataggcect ccgcccccct gacgagcatc acaaaaatcg acgctcaagt 8700
cagaggtggce gaaacccgac aggactataa agataccagg cgtttcccee tggaagetce 8760
ctegtgeget ctectgttec gaccctgecg cttaccggat acctgtceccge cttteteect 8820
tcgggaageg tggcgcttte tcatagectca cgectgtaggt atctcagtte ggtgtaggtce 8880
gttcgcteca agetgggctg tgtgcacgaa cccccegtte agecccgaccg ctgecgcectta 8940
tcecggtaact atcgtcttga gtccaacccg gtaagacacg acttatcgecce actggcagca 9000
gccactggta acaggattag cagagcgagg tatgtaggcg gtgctacaga gttcecttgaag 9060
tggtggccta actacggcta cactagaaga acagtatttg gtatctgcge tetgctgaag 9120
ccagttacct tcggaaaaag agttggtagce tcttgatccg gcaaacaaac caccgctggt 9180
agcggtggtt tttttgtttg caagcagcag attacgcgca gaaaaaaagg atctcaagaa 9240
gatcctttga tettttctac ggggtctgac gctcagtgga acgaaaactc acgttaaggg 9300
attttggtca tgagattatc aaaaaggatc ttcacctaga tccttttaaa ttaaaaatga 9360
agttttaaat caatctaaag tatatatgag taaacttggt ctgacagtta ccaatgctta 9420
atcagtgagg cacctatctc agcgatctgt ctatttegtt catccatagt tgcctgactce 9480
ccegtegtgt agataactac gatacgggag ggcttaccat ctggccccag tgctgcaatg 9540
ataccgcgag acccacgctc accggctceca gatttatcag caataaacca gccagecgga 9600
agggccgagce gcagaagtgg tcecctgcaact ttatccgect ccatccagte tattaattgt 9660
tgccgggaag ctagagtaag tagttcgcca gttaatagtt tgcgcaacgt tgttgccatt 9720
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gctacaggca tcgtggtgte acgctcecgteg tttggtatgg cttcattcag cteecggttece 9780
caacgatcaa ggcgagttac atgatcccce atgttgtgca aaaaagcggt tagctcectte 9840
ggtccteega tegttgtcag aagtaagttg geccgcagtgt tatcactcat ggttatggca 9900
gcactgcata attctcttac tgtcatgcca tccgtaagat gettttetgt gactggtgag 9960
tactcaacca agtcattctg agaatagtgt atgcggcgac cgagttgctc ttgccecggeg 10020
tcaatacggg ataataccgc gccacatagce agaactttaa aagtgctcat cattggaaaa 10080
cgttcttegg ggcgaaaact ctcaaggatc ttaccgetgt tgagatccag ttcgatgtaa 10140
cccactegtg cacccaactg atcttcagca tcttttactt tcaccagegt ttctgggtga 10200
gcaaaaacag gdaaggcaaaa tgccgcaaaa aagggaataa gggcgacacg gaaatgttga 10260
atactcatac tcttecctttt tcaatattat tgaagcattt atcagggtta ttgtctcatg 10320
agcggataca tatttgaatg tatttagaaa aataaacaaa taggggttcc gcgcacattt 10380
cceccgaaaag tgccacctga ¢ 10401
<210> SEQ ID NO 6
<211> LENGTH: 9903
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<400> SEQUENCE: 6
gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
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caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
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caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tccatgagtg attctaagga aatggggaag aggcagcttc geccctcectgga 3900
tgaggaactg ctgacatcca gccacaccag gcactccatc aaaggctttg gcettccaaac 3960
aaattctgga ttcagtagct tcacagggtg cctggtccac agtcaagtcce ccttggcact 4020
gcaggtgcte ttecctagetg tttgttetgt getgetggtt gtcatccttg tcaaagtceta 4080
caaaataccc agttctcagg aagaaaacaa tcagatgaat gtctaccaag aactgaccca 4140
gttgaaggct ggcgtagatc gactgtgccg ctcectgceccee tgggactgga cgcactteca 4200
aggaagctgt tacttcttcect ctgtggccca gaagtcctgg aatgattctg ccactgectg 4260
ccacaatgtg ggggctcaac ttgtggtcat caagagtgat gaagagcaga actttctaca 4320
acaaacttct aagaagagag gctacacttg gatggggctc attgacatga gcaaggagtc 4380
tacatggtac tgggtagatg gttcacctct gactctcagt ttcatgaagt attggagtaa 4440
aggagaacct aacaacctgg gagaggaaga ctgtgcagag ttcagagatg acggctggaa 4500
tgacaccaaa tgtactaaca agaaattctg gatctgcaaa aagctttcaa cttcctgece 4560
tagcaagtga gaattcgata tcaagcttat cgataatcaa cctctggatt acaaaatttg 4620
tgaaagattg actggtattc ttaactatgt tgctcctttt acgctatgtg gatacgctgce 4680
tttaatgcct ttgtatcatg ctattgctte ccgtatgget ttcattttet cctecttgta 4740
taaatcctgg ttgctgtcte tttatgagga gttgtggcecce gttgtcagge aacgtggegt 4800
ggtgtgcact gtgtttgctg acgcaacccce cactggttgg ggcattgecca ccacctgtca 4860
gctectttee gggacttteg cttteccect cectattgec acggcggaac tcatcgecge 4920
ctgccttgece cgctgctgga caggggctceg gctgttggge actgacaatt cegtggtgtt 4980
gtcggggaaa tcatcgtcect ttecttgget getcegectgt gttgccacct ggattctgeg 5040
cgggacgtcce ttctgctacg teccttegge cctcaatcca geggacctte cttecegegg 5100
cctgectgeeg getcetgegge ctettecgeg tcettegectt cgccectcaga cgagtceggat 5160
ctececctttgg gecgecteee cgcatcgata ccgtcgacct cgagacctag aaaaacatgg 5220
agcaatcaca agtagcaata cagcagctac caatgctgat tgtgcctggce tagaagcaca 5280
agaggaggag gaggtgggtt ttccagtcac acctcaggta cctttaagac caatgactta 5340
caaggcagct gtagatctta gccacttttt aaaagaaaag gggggactgg aagggctaat 5400
tcactcccaa cgaagacaag atatccttga tctgtggatc taccacacac aaggctactt 5460
ccetgattgg cagaactaca caccagggcce agggatcaga tatccactga cctttggatg 5520
gtgctacaag ctagtaccag ttgagcaaga gaaggtagaa gaagccaatg aaggagagaa 5580
cacccgettg ttacaccetg tgagectgca tgggatggat gacccggaga gagaagtatt 5640
agagtggagg tttgacagcc gcctagcatt tcatcacatg gcccgagagce tgcatccgga 5700
ctgtactggg tctctcectggt tagaccagat ctgagcectgg gagctctetg gctaactagyg 5760
gaacccactg cttaagcctce aataaagctt gecttgagtg cttcaagtag tgtgtgeccyg 5820
tctgttgtgt gactctggta actagagatc cctcagaccce ttttagtcag tgtggaaaat 5880
ctctagcagg gcccgtttaa acccgctgat cagecctcgac tgtgeccttet agttgccagce 5940
catctgttgt ttgcccctece ccecgtgectt ccttgaccect ggaaggtgcce actcccactg 6000
tcetttecta ataaaatgag gaaattgcat cgcattgtet gagtaggtgt cattctattce 6060
tggggggtyy ggtggggcag gacagcaagg gggaggattyg ggaagacaat agcaggcatg 6120
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ctggggatgc ggtgggctcet atggcettctg aggcggaaag aaccagctgg ggctctaggg 6180
ggtatccecca cgcgecctgt agecggcgcat taagcgcggce gggtgtggtg gttacgegca 6240
gcgtgacege tacacttgce agegccctag cgcccgctec tttegettte tteecttect 6300
ttectegecac gttcecgecgge tttcecccecegte aagectctaaa tecgggggcte ccetttagggt 6360
tcecgatttag tgctttacgg cacctcgace ccaaaaaact tgattagggt gatggttcac 6420
gtagtgggcc atcgccctga tagacggttt ttcgececcttt gacgttggag tccacgttcet 6480
ttaatagtgg actcttgttc caaactggaa caacactcaa ccctatctecg gtctattcett 6540
ttgatttata agggattttg ccgatttcgg cctattggtt aaaaaatgag ctgatttaac 6600
aaaaatttaa cgcgaattaa ttctgtggaa tgtgtgtcag ttagggtgtg gaaagtcccce 6660
aggctcceccca gcaggcagaa gtatgcaaag catgcatctc aattagtcag caaccaggtg 6720
tggaaagtcc ccaggctceccecce cagcaggcag aagtatgcaa agcatgcatc tcaattagtce 6780
agcaaccata gtccegecce taactcegece catcccegece ctaactcege ccagttecge 6840
ccattctececg cecccatgget gactaatttt ttttatttat gcagaggccg aggccgcectce 6900
tgcctetgag ctattccaga agtagtgagg aggctttttt ggaggcctag gettttgcaa 6960
aaagctceccecg ggagecttgta tatccatttt cggatctgat cagcacgtgt tgacaattaa 7020
tcatcggcat agtatatcgg catagtataa tacgacaagg tgaggaacta aaccatggcc 7080
aagttgacca gtgccgttec ggtgctcace gcgegcgacg tcgccggage ggtcgagtte 7140
tggaccgacc ggctegggtt ctecccgggac ttegtggagg acgacttcecge cggtgtggte 7200
cgggacgacg tgaccctgtt catcagegeg gtecaggace aggtggtgec ggacaacacce 7260
ctggcectggg tgtgggtgeg cggcctggac gagetgtacg ccgagtggte ggaggtegtg 7320
tccacgaact tccgggacge cteccegggecg gecatgaceyg agatcggega gcagecgtgg 7380
gggcgggagt tegeectgeg cgacceggcece ggcaactgeg tgcacttegt ggecgaggag 7440
caggactgac acgtgctacg agatttcgat tccaccgecg ccttctatga aaggttgggce 7500
ttcggaatcg ttttecggga cgccggetgg atgatcctece agecgcgggga tcetcatgetg 7560
gagttctteg cccaccccaa cttgtttatt gcagcttata atggttacaa ataaagcaat 7620
agcatcacaa atttcacaaa taaagcattt ttttcactgc attctagttg tggtttgtcc 7680
aaactcatca atgtatctta tcatgtctgt ataccgtcga cctctagcta gagcttggeg 7740
taatcatggt catagctgtt tcctgtgtga aattgttatc cgctcacaat tccacacaac 7800
atacgagccg gaagcataaa gtgtaaagcce tggggtgcect aatgagtgag ctaactcaca 7860
ttaattgcgt tgcgctcact geccgcttte cagtcgggaa acctgtcgtg ccagetgcecat 7920
taatgaatcg gccaacgcgce ggggagaggce ggtttgegta ttgggcgcte tteccgcttcece 7980
tcgctcactg actcegectgeg cteggtegtt cggetgegge gagcggtatce agctcactca 8040
aaggcggtaa tacggttatc cacagaatca ggggataacyg caggaaagaa catgtgagca 8100
aaaggccagc aaaaggccag gaaccgtaaa aaggccgcegt tgctggegtt tttceccatagg 8160
cteegeccee ctgacgagca tcacaaaaat cgacgctcaa gtcagaggtyg gcgaaacccyg 8220
acaggactat aaagatacca ggcgtttcce cctggaaget cecctegtgeg ctetectgtt 8280
ccgacccectge cgcttaccgg atacctgtcee gectttetece cttecgggaag cgtggegett 8340
tctcataget cacgctgtag gtatctcagt tcggtgtagg tegttegcte caagetgggce 8400
tgtgtgcacg aacccccegt tcagcecccgac cgcetgcgect tatccggtaa ctatcegtcett 8460
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gagtccaacc cggtaagaca cgacttatcg ccactggcag cagccactgg taacaggatt 8520

agcagagcga ggtatgtagg cggtgctaca gagttcttga agtggtggcce taactacggce 8580

tacactagaa gaacagtatt tggtatctgc gctcectgctga agccagttac cttcggaaaa 8640

agagttggta gctcttgatc cggcaaacaa accaccgctg gtagcggtgg tttttttgtt 8700

tgcaagcagc agattacgcg cagaaaaaaa ggatctcaag aagatccttt gatcttttcet 8760

acggggtctg acgctcagtyg gaacgaaaac tcacgttaag ggattttggt catgagatta 8820

tcaaaaagga tcttcaccta gatcctttta aattaaaaat gaagttttaa atcaatctaa 8880

agtatatatg agtaaacttg gtctgacagt taccaatgct taatcagtga ggcacctatc 8940

tcagcgatct gtctattteg ttcatccata gttgcctgac tcccegtcegt gtagataact 9000

acgatacggg agggcttacce atctggecce agtgetgcaa tgataccgeg agacccacgce 9060

tcaccggete cagatttate agcaataaac cagccageeg gaagggcecga gcgcagaagt 9120

ggtcctgcaa ctttatccge cteccatccag tcectattaatt gttgccecggga agctagagta 9180

agtagttcge cagttaatag tttgcgcaac gttgttgcca ttgctacagg catcgtggtg 9240

tcacgctegt cgtttggtat ggcttcatte agctccggtt cccaacgatce aaggcgagtt 9300

acatgatccce ccatgttgtg caaaaaagcg gttagctect tecggtcecctece gatcgttgte 9360

agaagtaagt tggccgcagt gttatcactc atggttatgg cagcactgca taattctcectt 9420

actgtcatgc catccgtaag atgcttttct gtgactggtg agtactcaac caagtcattce 9480

tgagaatagt gtatgcggcg accgagttgce tcttgcecegg cgtcaatacg ggataatacc 9540

gcgccacata gcagaacttt aaaagtgctc atcattggaa aacgttcttc ggggcgaaaa 9600

ctctcaagga tcttaccget gttgagatce agttcgatgt aacccactcg tgcacccaac 9660

tgatcttcag catcttttac tttcaccage gtttctgggt gagcaaaaac aggaaggcaa 9720

aatgccgcaa aaaagggaat aagggcgaca cggaaatgtt gaatactcat actcttectt 9780

tttcaatatt attgaagcat ttatcagggt tattgtctca tgagcggata catatttgaa 9840

tgtatttaga aaaataaaca aataggggtt ccgcgcacat ttccccgaaa agtgccacct 9900

gac 9903
<210> SEQ ID NO 7

<211> LENGTH: 11586

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Constructed plasmid vector

<220> FEATURE:

<221> NAME/KEY: misc_feature

<222> LOCATION: (3907)..(3907

<223> OTHER INFORMATION: n=a, t, ¢ or g

<400> SEQUENCE: 7

gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420

tccattgacyg tcaatgggtg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
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tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
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ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tctctcgagg ttaacgaatt caaagacaac tcagagttca ccatgggctce 3900
catcggngca gcaagcatgg aattttgttt tgatgtattc aaggagctca aagtccacca 3960
tgccaatgag aacatcttcect actgccccat tgccatcatg tcagctctag ccatggtata 4020
cctgggtgca aaagacagca ccaggacaca aataaataag gttgttcget ttgataaact 4080
tccaggattc ggagacagta ttgaagctca gtgtggcaca tctgtaaacg ttcactctte 4140
acttagagac atcctcaacc aaatcaccaa accaaatgat gtttattcgt tcagccttgce 4200
cagtagactt tatgctgaag agagataccc aatcctgcca gaatacttgce agtgtgtgaa 4260
ggaactgtat agaggaggct tggaacctat caactttcaa acagctgcag atcaagccag 4320
agagctcatc aattcctggg tagaaagtca gacaaatgga attatcagaa atgtccttca 4380
gccaagctece gtggattcte aaactgcaat ggttctggtt aatgccattg tcttcaaagg 4440
actgtgggag aaaacattta aggatgaaga cacacaagca atgcctttca gagtgactga 4500
gcaagaaagc aaacctgtgc agatgatgta ccagattggt ttatttagag tggcatcaat 4560
ggcttctgag aaaatgaaga tcctggaget tcecatttgec agtgggacaa tgagcatgtt 4620
ggtgctgttyg cctgatgaag tctcaggect tgagcagctt gagagtataa tcaactttga 4680
aaaactgact gaatggacca gttctaatgt tatggaagag aggaagatca aagtgtactt 4740
acctcgcatg aagatggagg aaaaatacaa cctcacatct gtcttaatgg ctatgggcat 4800
tactgacgtg tttagctctt cagccaatct gtctggcatc tecctcagcag agagcectgaa 4860
gatatctcaa gctgtccatg cagcacatgc agaaatcaat gaagcaggca gagaggtggt 4920
agggtcagca gaggctggag tggatgctgce aagecgtctcect gaagaattta gggctgacca 4980
tcecattecte ttcectgtatca agcacatcgce aaccaacgcce gttctcecttet ttggcagatg 5040
tgtttcececct taaaaagaag aaagctgaaa aactctgtcec cttccaacaa gacccagagce 5100
actgtagtat caggggtaaa atgaaaagta tgttctctgc tgcatccaga cttcataaaa 5160
gctggagett aatctagact cgagcggccg ccactgtget ggatatctgce agaattccge 5220
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ccetetecct cecceccceee taacgttact ggeccgaagece gettggaata aggccggtgt 5280
gcgtttgtet atatgttatt ttccaccata ttgccgtctt ttggcaatgt gagggcccgg 5340
aaacctggcce ctgtcecttett gacgagcatt cctaggggtce tttcececctet cgccaaagga 5400
atgcaaggtc tgttgaatgt cgtgaaggaa gcagttcctc tggaagcttce ttgaagacaa 5460
acaacgtctyg tagcgaccct ttgcaggcag cggaaccccece cacctggega caggtgecte 5520
tgcggccaaa agccacgtgt ataagataca cctgcaaagyg cggcacaacc ccagtgccac 5580
gttgtgagtt ggatagttgt ggaaagagtc aaatggctct cctcaagegt attcaacaag 5640
gggctgaagg atgcccagaa ggtaccccat tgtatgggat ctgatctggg gccteggtge 5700
acatgcttta catgtgttta gtcgaggtta aaaaacgtct aggccccceg aaccacgggg 5760
acgtggtttt cctttgaaaa acacgatgat aatatggcca caaccatgtg gctgcagaat 5820
ttacttttce tgggcattgt ggtctacagce ctctcagcac ccacccgcte acccatcact 5880
gtcacccgge cttggaagca tgtagaggcc atcaaagaag ccctgaacct cctggatgac 5940
atgcctgtca cgttgaatga agaggtagaa gtcgtctcecta acgagttctce cttcaagaag 6000
ctaacatgtg tgcagacccg cctgaagata ttcgagcagg gtctacgggg caatttcacc 6060
aaactcaagg gcgccttgaa catgacagec agetactacce agacatactyg ccccccaact 6120
ccggaaacgg actgtgaaac acaagttacc acctatgcegg atttcataga cagccttaaa 6180
acctttetga ctgatatccce ctttgaatgce aaaaaaccag gccaaaaatg agtcgaaacc 6240
tcgagggcge gccgaatteg atatcaagct tatcgataat caacctctgg attacaaaat 6300
ttgtgaaaga ttgactggta ttcttaacta tgttgctect tttacgctat gtggatacgce 6360
tgctttaatg cctttgtatc atgctattge ttcccgtatg getttcattt tetectectt 6420
gtataaatcc tggttgctgt ctetttatga ggagttgtgg cccgttgtca ggcaacgtgg 6480
cgtggtgtge actgtgtttg ctgacgcaac ccccactggt tggggcattg ccaccacctg 6540
tcagctectt teccgggactt tegetttcecce cctecctatt geccacggcecgg aactcatcegce 6600
cgectgectt geccgectget ggacaggggce tceggctgttg ggcactgaca attccegtggt 6660
gttgtcgggg aaatcatcgt cctttecttg getgctegee tgtgttgeca cctggattcet 6720
gcgegggacyg tecttetget acgtceccectte ggccctcaat ccagcggacce ttecttececy 6780
cggcctgetg cecggcectcectge ggectcettee gegtettege cttegeccte agacgagtceg 6840
gatctcceett tgggecgect cceccgcateg ataccgtcga cctcgagacce tagaaaaaca 6900
tggagcaatc acaagtagca atacagcagc taccaatgct gattgtgcct ggctagaagc 6960
acaagaggag gaggaggtgg gttttccagt cacacctcag gtacctttaa gaccaatgac 7020
ttacaaggca gctgtagatc ttagccactt tttaaaagaa aaggggggac tggaagggct 7080
aattcactcc caacgaagac aagatatcct tgatctgtgg atctaccaca cacaaggcta 7140
cttcectgat tggcagaact acacaccagg gccagggatc agatatccac tgacctttgg 7200
atggtgctac aagctagtac cagttgagca agagaaggta gaagaagcca atgaaggaga 7260
gaacaccege ttgttacace ctgtgagect gcatgggatg gatgacccgg agagagaagt 7320
attagagtgg aggtttgaca gccgcectage atttcatcac atggcccgag agctgcatcce 7380
ggactgtact gggtctctct ggttagacca gatctgagec tgggagctct ctggctaact 7440
agggaaccca ctgcttaagce ctcaataaag cttgccttga gtgcttcaag tagtgtgtgce 7500

ccgtectgttg tgtgactetyg gtaactagag atccctcaga cecttttagt cagtgtggaa 7560
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aatctctage agggcccgtt taaacccgct gatcagectce gactgtgcect tcectagttgece 7620
agccatectgt tgtttgccecce tecccecegtge cttecttgac cctggaaggt gecactcecca 7680
ctgtccttte ctaataaaat gaggaaattg catcgcattg tctgagtagg tgtcattcta 7740
ttetgggggy tggggtygggyg caggacagca agggggagga ttgggaagac aatagcaggce 7800
atgctgggga tgcggtgggce tcectatggcett ctgaggcgga aagaaccagce tggggctcta 7860
gggggtatcc ccacgcgcce tgtagecggeg cattaagcge ggcegggtgtg gtggttacge 7920
gcagcgtgac cgctacactt gccagcgeccce tagcgeccge tecttteget ttettceectt 7980
cctttetege cacgttcegec ggctttecce gtcaagetet aaatcggggg ctcecectttag 8040
ggttccgatt tagtgcttta cggcacctcg accccaaaaa acttgattag ggtgatggtt 8100
cacgtagtgg gccatcgeccece tgatagacgg tttttcecgecce tttgacgttg gagtccacgt 8160
tctttaatag tggactcttg ttccaaactg gaacaacact caaccctatce tceggtctatt 8220
cttttgattt ataagggatt ttgccgattt cggcctattg gttaaaaaat gagctgattt 8280
aacaaaaatt taacgcgaat taattctgtg gaatgtgtgt cagttagggt gtggaaagtc 8340
cccaggetee ccagcaggca gaagtatgca aagcatgcat ctcaattagt cagcaaccag 8400
gtgtggaaag tccccaggct ccccagcagg cagaagtatg caaagcatgc atctcaatta 8460
gtcagcaacc atagtcccge ccctaactcecce geccatcceg cccecctaactce cgeccagtte 8520
cgcccattet cecgccccatg getgactaat tttttttatt tatgcagagg ccgaggccgce 8580
ctectgectet gagctattec agaagtagtg aggaggcettt tttggaggcce taggettttg 8640
caaaaagctc ccgggagctt gtatatccat tttecggatct gatcagcacg tgttgacaat 8700
taatcatcgg catagtatat cggcatagta taatacgaca aggtgaggaa ctaaaccatg 8760
gccaagttga ccagtgccegt tccggtgete accgegegeg acgtcegecgg ageggtcegag 8820
ttectggacecg accggctegg gttcecteccgg gacttegtgg aggacgactt cgccggtgtg 8880
gteecgggacyg acgtgaccct gttcatcage geggtecagg accaggtggt gecggacaac 8940
accctggect gggtgtgggt gegecggectg gacgagetgt acgccgagtg gteggaggtce 9000
gtgtccacga acttccggga cgccteeggg ccggcecatga ccgagatcegg cgagcagecyg 9060
tgggggceggyg agttegecct gegcgacceg gecggcaact gegtgcactt cgtggecgag 9120
gagcaggact gacacgtgct acgagatttc gattccaccg ccgecttcecta tgaaaggttyg 9180
ggcttcggaa tegttttceceg ggacgccegge tggatgatcce tecagegegg ggatctceatg 9240
ctggagttct tecgcccaccce caacttgttt attgcagett ataatggtta caaataaagc 9300
aatagcatca caaatttcac aaataaagca tttttttcac tgcattctag ttgtggtttg 9360
tccaaactca tcaatgtatc ttatcatgtc tgtataccgt cgacctctag ctagagettg 9420
gcgtaatcat ggtcatagct gtttecctgtg tgaaattgtt atccgctcac aattccacac 9480
aacatacgag ccggaagcat aaagtgtaaa gcctggggtg cctaatgagt gagctaactce 9540
acattaattg cgttgcgctce actgccecgcet tteccagtegg gaaacctgte gtgccagetg 9600
cattaatgaa tcggccaacg cgcggggaga ggcggtttge gtattgggeg ctettcecget 9660
tcetegeteca ctgacteget gegeteggte gtteggetge ggcgageggt atcagctcac 9720
tcaaaggcgg taatacggtt atccacagaa tcaggggata acgcaggaaa gaacatgtga 9780
gcaaaaggcc agcaaaaggc caggaaccgt aaaaaggccg cgttgctggce gtttttecat 9840
aggcteccgee cccctgacga gcatcacaaa aatcgacget caagtcagag gtggcgaaac 9900
ccgacaggac tataaagata ccaggcgttt cccecctggaa gectcecctegt gegetcectect 9960
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gttcecgaccee tgccgcttac cggatacctg tceccgecttte tcecctteggg aagegtggeg 10020
ctttctcata gctcacgectg taggtatcte agttcggtgt aggtegtteg ctccaagetg 10080
ggctgtgtge acgaacccce cgttcageccecce gaccgetgeg ccttatcegg taactatcegt 10140
cttgagtcca acccggtaag acacgactta tcgccactgg cagcagccac tggtaacagg 10200
attagcagag cgaggtatgt aggcggtgct acagagttct tgaagtggtg gcctaactac 10260
ggctacacta gaagaacagt atttggtatc tgcgctctge tgaagccagt taccttcgga 10320
aaaagagttg gtagctcttg atccggcaaa caaaccaccg ctggtagcgg tggttttttt 10380
gtttgcaagc agcagattac gcgcagaaaa aaaggatctc aagaagatcc tttgatcttt 10440
tctacggggt ctgacgctca gtggaacgaa aactcacgtt aagggatttt ggtcatgaga 10500
ttatcaaaaa ggatcttcac ctagatcctt ttaaattaaa aatgaagttt taaatcaatc 10560
taaagtatat atgagtaaac ttggtctgac agttaccaat gcttaatcag tgaggcacct 10620
atctcagcga tctgtctatt tegttcatce atagttgect gactcccegt cgtgtagata 10680
actacgatac gggagggctt accatctggc cccagtgctg caatgatacc gcgagaccca 10740
cgctcaccgg ctccagattt atcagcaata aaccagccag ccggaagggce cgagcgcaga 10800
agtggtcecctg caactttatc cgcctcecatce cagtctatta attgttgccg ggaagctaga 10860
gtaagtagtt cgccagttaa tagtttgcgc aacgttgttg ccattgctac aggcatcgtg 10920
gtgtcacgcet cgtegtttgg tatggcttca ttcagctceceg gttecccaacg atcaaggcga 10980
gttacatgat cccccatgtt gtgcaaaaaa gcggttaget ccttcecggtcecce tccgatcegtt 11040
gtcagaagta agttggccgce agtgttatca ctcatggtta tggcagcact gcataattct 11100
cttactgtca tgccatccgt aagatgcttt tctgtgactg gtgagtactc aaccaagtca 11160
ttctgagaat agtgtatgcg gcgaccgagt tgctcttgece cggcegtcaat acgggataat 11220
accgcgcecac atagcagaac tttaaaagtg ctcatcattg gaaaacgttc ttcggggcga 11280
aaactctcaa ggatcttacc gectgttgaga tccagttcga tgtaacccac tcgtgcacce 11340
aactgatctt cagcatcttt tactttcacc agcgtttcectg ggtgagcaaa aacaggaagg 11400
caaaatgccg caaaaaaggg aataagggcg acacggaaat gttgaatact catactctte 11460
ctttttcaat attattgaag catttatcag ggttattgtc tcatgagcgg atacatattt 11520
gaatgtattt agaaaaataa acaaataggg gttccgcgca catttccccg aaaagtgcca 11580
cctgac 11586
<210> SEQ ID NO 8
<211> LENGTH: 11893
<212> TYPE: DNA
<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<400> SEQUENCE: 8
gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
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acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960
tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg ctgatctteca gacctggagyg aggagatatg 1560
agggacaatt ggagaagtga attatataaa tataaagtag taaaaattga accattagga 1620
gtagcaccca ccaaggcaaa gagaagagtg gtgcagagag aaaaaagagc agtgggaata 1680
ggagctttgt tecttgggtt cttgggagca gcaggaagca ctatgggcgce agcgtcaatg 1740
acgctgacgg tacaggccag acaattattg tctggtatag tgcagcagca gaacaatttg 1800
ctgagggcta ttgaggcgca acagcatctg ttgcaactca cagtctgggg catcaagcag 1860
ctccaggcaa gaatcctgge tgtggaaaga tacctaaagg atcaacagct cctggggatt 1920
tggggttgct ctggaaaact catttgcacc actgctgtge cttggaatgce tagttggagt 1980
aataaatctc tggaacagat ttggaatcac acgacctgga tggagtggga cagagaaatt 2040
aacaattaca caagcttaat acactcctta attgaagaat cgcaaaacca gcaagaaaag 2100
aatgaacaag aattattgga attagataaa tgggcaagtt tgtggaattg gtttaacata 2160
acaaattggc tgtggtatat aaaattattc ataatgatag taggaggctt ggtaggttta 2220
agaatagttt ttgctgtact ttctatagtg aatagagtta ggcagggata ttcaccatta 2280
tegtttcaga cccacctecce aaccccgagg ggacccgaca ggcccgaagyg aatagaagaa 2340
gaaggtggag agagagacag agacagatcc attcgattag tgaacggatc ggcactgcegt 2400
gcgecaatte tgcagacaaa tggcagtatt catccacaat tttaaaagaa aaggggggat 2460
tggggggtac agtgcagggg aaagaatagt agacataata gcaacagaca tacaaactaa 2520
agaattacaa aaacaaatta caaaaattca aaattttcgg gtttattaca gggacagcag 2580
agatccagtt tggttaatta agggtgcagc ggcctcegeg cecgggttttg gegectececg 2640
cgggegeccee cctectecacg gegagegetg ccacgtcaga cgaagggcege aggagegtte 2700
ctgatccectte cgccecggacg ctcaggacag cggcccgcetg ctcataagac teggecttag 2760
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aaccccagta tcagcagaag gacattttag gacgggactt gggtgactct agggcactgg 2820
ttttctttee agagagcgga acaggcgagg aaaagtagtc ccttcectcecgge gattctgegg 2880
agggatctcce gtggggcggt gaacgccgat gattatataa ggacgcgccg ggtgtggcac 2940
agctagttcce gtcgcagecg ggatttgggt cgeggttett gtttgtggat cgctgtgatce 3000
gtcacttggt gagttgcggg ctgctgggct ggccggggcet ttegtggecg ccgggcecget 3060
cggtgggacyg gaagegtgtyg gagagaccge caagggcetgt agtcectgggte cgcgagcaag 3120
gttgccctga actgggggtt ggggggagceg cacaaaatgg cggctgttcecce cgagtcttga 3180
atggaagacg cttgtaaggc gggctgtgag gtcgttgaaa caaggtgggg ggcatggtgg 3240
gcggcaagaa cccaaggtct tgaggectte gctaatgcgg gaaagctcett attcegggtga 3300
gatgggctgg ggcaccatct ggggaccctg acgtgaagtt tgtcactgac tggagaactce 3360
gggtttgteg tetggttgcg ggggcggcag ttatgeggtyg ccegttgggca gtgcaccegt 3420
acctttggga gcgcgcgect cgtegtgtceg tgacgtcacce cgttectgttg gettataatg 3480
cagggtgggg ccacctgcceg gtaggtgtge ggtaggettt tectceccgtcecge aggacgcagg 3540
gttcgggect agggtaggct ctectgaatc gacaggcgec ggacctcetgg tgaggggagy 3600
gataagtgag gcgtcagttt ctttggtcgg ttttatgtac ctatcttectt aagtagcetga 3660
agctceggtt ttgaactatg cgctcecggggt tggcgagtgt gttttgtgaa gttttttagg 3720
caccttttga aatgtaatca tttgggtcaa tatgtaattt tcagtgttag actagtaaag 3780
cttctgcagg tcgactctag aaaattgtce gctaaattect ggccegttttt ggettttttg 3840
ttagacagga tctctcgagg ttaacgaatt catgcccatg gggtctctge aaccgctggce 3900
caccttgtac ctgctgggga tgctggtcge ttecegtgceta gectggggca acctgtgggt 3960
gaccgtgtac tacggcgtgce ccgtgtggaa ggaggccaag accaccctgt tctgecgecag 4020
cgacgccaag agctacgaga aggaggtgca caacgtgtgg gccacccacyg cctgegtgee 4080
caccgacccee aacccccagg agatcgtget gggcaacgtyg accgagaact tcaacatgtg 4140
gaagaacgac atggtggacc agatgcacga ggacatcatc agectgtggg accagagect 4200
gaagccctge gtgaagcectga cccceccctgtg cgtgaccctg aactgcaccg aggtgaacgt 4260
gacccgcaac gtgaacaaca gcgtggtgaa caacaccacc aacgtgaaca acagcatgaa 4320
cggcgacatg aagaactgca gcttcaacat caccaccgag ctgaaggaca agaagaagaa 4380
cgtgtacgcce ctgttctaca agctggacat cgtgagectg aacgagaccg acgacagcga 4440
gaccggcaac agcagcaagt actaccgect gatcaactge aacaccageg ccctgaccca 4500
ggectgecee aaggtgaget tcgaccccat ccccatccac tactgegecc cegecggeta 4560
cgccatcctyg aagtgcaaca acaagacctt caacggcacce ggceccctgece acaacgtgag 4620
caccgtgcag tgcacccacg gcatcaagece cgtggtgage acccagcetge tgctgaacgg 4680
cagcectggee gaggagggca tcatcatcceg cagcgagaac ctgaccaaca acgtcaagac 4740
catcatcgtg cacctgaacc gcagcatcga gatcgtgtge gtgegcccca acaacaacac 4800
cecgecagage atccegecatcg gecccggeca gaccttctac gecaccggeyg acatcatcgg 4860
cgacatccge caggeccact gcaacatcag cegcaccaac tggaccaaga ccctgegcga 4920
ggtgcgcaac aagctgcgeg agcacttccce caacaagaac atcaccttca ageccagcag 4980
cggcggcegac ctggagatca ccacccacag cttcaactgce cgcggcgagt tettctactg 5040
caacaccagc ggcctgttca gcatcaacta caccgagaac aacaccgacyg gcacccccat 5100
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caccectgece tgcegeatce gecagatcat caacatgtgg caggaggtgyg gcecgegecat 5160
gtacgcceee cccatcgagg gcaacatcge ctgcaagagce gacatcaccg gectgetget 5220
ggtgcgegac ggcggcagca ccaacgacag caccaacaac aacaccgaga tctteccgecce 5280
cgecggegge gacatgegeg acaactggeg cagcgagetyg tacaagtaca aggtggtgga 5340
gatcaagcecce ctgggcatcg ccecccaccgt gtctattgec tettttttet ttatcatagg 5400
gttaatcatt ggactattct tggttctccg agttggtatc catctttgca ttaaattaaa 5460
gcacaccaag aaaagacaga tttatacaga catagagatg aaccgacttg gaaagtaaga 5520
attcecgecce tetceecteee ceccceectaa cgttactgge cgaagecget tggaataagg 5580
ccggtgtgeg tttgtctata tgttatttte caccatattg cecgtcecttttg gcaatgtgag 5640
ggccecggaaa cctggecectg tcettettgac gagcattcecet aggggtettt ccectcetege 5700
caaaggaatg caaggtctgt tgaatgtcgt gaaggaagca gttcctctgg aagcttettg 5760
aagacaaaca acgtctgtag cgaccctttg caggcagegg aaccccccac ctggcgacag 5820
gtgectetge ggccaaaage cacgtgtata agatacacct gcaaaggcegg cacaacccca 5880
gtgccacgtt gtgagttgga tagttgtgga aagagtcaaa tggctctcct caagcgtatt 5940
caacaagggg ctgaaggatg cccagaaggt accccattgt atgggatctg atctggggcece 6000
tcggtgcaca tgctttacat gtgtttagtc gaggttaaaa aacgtctagg ccccccgaac 6060
cacggggacg tggttttcct ttgaaaaaca cgatgataat atggccacaa ccatgtggcet 6120
gcagaattta cttttecctgg gcattgtggt ctacagccte tcagcaccca ccecgctcacce 6180
catcactgtc acccggcctt ggaagcatgt agaggccatc aaagaagccce tgaacctect 6240
ggatgacatg cctgtcacgt tgaatgaaga ggtagaagtc gtctctaacg agttctectt 6300
caagaagcta acatgtgtgc agacccgcct gaagatattc gagcagggtce tacggggcaa 6360
tttcaccaaa ctcaagggcg ccttgaacat gacagccagce tactaccaga catactgccce 6420
cccaactcecg gaaacggact gtgaaacaca agttaccacc tatgcggatt tcatagacag 6480
ccttaaaacc tttctgactg atatccecctt tgaatgcaaa aaaccaggcc aaaaatgagt 6540
cgaaacctcg agggcgcgcec gaattcgata tcaagcttat cgataatcaa cctctggatt 6600
acaaaatttg tgaaagattg actggtattc ttaactatgt tgctcctttt acgctatgtg 6660
gatacgctge tttaatgcct ttgtatcatg ctattgctte ccgtatgget ttcattttet 6720
cctecttgta taaatcctgg ttgctgtcte tttatgagga gttgtggcce gttgtcaggce 6780
aacgtggcgt ggtgtgcact gtgtttgctg acgcaaccce cactggttgg ggcattgceca 6840
ccacctgtca gectcectttee gggacttteg cttteccect cectattgee acggcggaac 6900
tcatcgecge ctgccttgece cgctgctgga caggggcteg getgttggge actgacaatt 6960
ccgtggtgtt gtcggggaaa tcatcgtcect ttecttgget getcegectgt gttgcecacct 7020
ggattctgeg cgggacgtce ttetgctacg tecccttegge cctcaatcca gcggacctte 7080
cttcecegegg cectgetgeeg getcectgegge ctetteegeg tettegectt cgccectcecaga 7140
cgagtcggat ctcectttgg gecgectcecce cgcatcgata cecgtcgacct cgagacctag 7200
aaaaacatgg agcaatcaca agtagcaata cagcagctac caatgctgat tgtgcctggce 7260
tagaagcaca agaggaggag gaggtgggtt ttccagtcac acctcaggta cctttaagac 7320
caatgactta caaggcagct gtagatctta gccacttttt aaaagaaaag gggggactgg 7380
aagggctaat tcactcccaa cgaagacaag atatccttga tctgtggatce taccacacac 7440
aaggctactt ccctgattgg cagaactaca caccagggcc agggatcaga tatccactga 7500
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cctttggatg gtgctacaag ctagtaccag ttgagcaaga gaaggtagaa gaagccaatg 7560
aaggagagaa cacccgcttg ttacaccctg tgagcctgca tgggatggat gacccggaga 7620
gagaagtatt agagtggagg tttgacagcc gcctagcatt tcatcacatg gcccgagagce 7680
tgcatcegga ctgtactggg tetcectetggt tagaccagat ctgagectgg gagctcetcetg 7740
gctaactagg gaacccactg cttaagcectc aataaagctt gecttgagtg cttcaagtag 7800
tgtgtgcceg tetgttgtgt gactctggta actagagatc cctcagacce ttttagtcag 7860
tgtggaaaat ctctagcagg gcccgtttaa acccgctgat cagcctcgac tgtgecttcet 7920
agttgccagce catctgttgt ttgcccectcee ccegtgectt cecttgaccet ggaaggtgece 7980
actcccactg tectttecta ataaaatgag gaaattgcat cgcattgtet gagtaggtgt 8040
cattctattc tggggggtgg ggtggggcag gacagcaagg gggaggattg ggaagacaat 8100
agcaggcatg ctggggatgc ggtgggctct atggcttcetg aggcggaaag aaccagctgg 8160
ggctctaggg ggtatcccca cgcgceccecctgt agcggcgcat taagcecgcggce gggtgtggtyg 8220
gttacgcgca gcgtgaccge tacacttgec agcgccecctag cgcccgctece tttegettte 8280
ttecccttect ttectegeccac gttegecgge ttteccegte aagctctaaa tegggggcete 8340
cctttagggt tccgatttag tgctttacgg cacctcgacce ccaaaaaact tgattagggt 8400
gatggttcac gtagtgggcce atcgccctga tagacggttt ttcecgeccttt gacgttggag 8460
tccacgttet ttaatagtgg actcttgttc caaactggaa caacactcaa ccctatctceg 8520
gtctattctt ttgatttata agggattttg ccgatttcgg cctattggtt aaaaaatgag 8580
ctgatttaac aaaaatttaa cgcgaattaa ttctgtggaa tgtgtgtcag ttagggtgtg 8640
gaaagtccec aggctcccca gcaggcagaa gtatgcaaag catgcatctce aattagtceag 8700
caaccaggtg tggaaagtcc ccaggctccce cagcaggcag aagtatgcaa agcatgcate 8760
tcaattagtc agcaaccata gtcccgccce taactccgec catcccgcece ctaactcecegce 8820
ccagtteccge ccattcteeg ccccatggcet gactaatttt ttttatttat gcagaggecg 8880
aggccgectce tgcctctgag ctattccaga agtagtgagg aggctttttt ggaggcctag 8940
gcttttgcaa aaagctcccg ggagcttgta tatccatttt cggatctgat cagcacgtgt 9000
tgacaattaa tcatcggcat agtatatcgg catagtataa tacgacaagg tgaggaacta 9060
aaccatggcce aagttgacca gtgccgttece ggtgctcace gegegcegacyg tcegecggage 9120
ggtcgagtte tggaccgacce ggctcecgggtt ctceccecgggac ttegtggagg acgacttege 9180
cggtgtggtce cgggacgacg tgaccctgtt catcagecgeg gtccaggacce aggtggtgcece 9240
ggacaacacc ctggectggg tgtgggtgeg cggcctggac gagctgtacg ccgagtggtce 9300
ggaggtcegtyg tccacgaact tccgggacge cteegggecg gecatgaccg agatcggega 9360
gecagecegtygyg gggcgggagt tcegecctgeg cgacceggec ggcaactgeg tgcacttegt 9420
ggccgaggag caggactgac acgtgctacg agatttcgat tceccaccgecg ccttctatga 9480
aaggttgggce ttcggaatcg ttttceccecggga cgccggetgg atgatcctee agcgcecgggga 9540
tctcatgetg gagttctteg cccaccccaa cttgtttatt gcagcttata atggttacaa 9600
ataaagcaat agcatcacaa atttcacaaa taaagcattt ttttcactgc attctagttg 9660
tggtttgtce aaactcatca atgtatctta tcatgtcetgt ataccgtcga cctctagceta 9720
gagcttggeg taatcatggt catagctgtt tcctgtgtga aattgttatc cgctcacaat 9780

tccacacaac atacgagccg gaagcataaa gtgtaaagcc tggggtgcct aatgagtgag 9840
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ctaactcaca ttaattgcgt tgcgctcact gccecgcttte cagtcgggaa acctgtegtg 9900
ccagctgcat taatgaatcg gccaacgcgce ggggagaggce ggtttgcecgta ttgggcgcetce 9960
ttececgettee tegctcactg actcgetgeg cteggtegtt cggetgcegge gagcggtate 10020
agctcactca aaggcggtaa tacggttatc cacagaatca ggggataacg caggaaagaa 10080
catgtgagca aaaggccagc aaaaggccag gaaccgtaaa aaggccgcegt tgctggegtt 10140
tttccatagg ctccegecccee ctgacgagca tcacaaaaat cgacgctcaa gtcagaggtg 10200
gcgaaaccceg acaggactat aaagatacca ggcgtttcec cctggaagcet ccctegtgeg 10260
ctctectgtt ccgaccctge cgcttaccgg atacctgtcece gectttetee cttecgggaag 10320
cgtggegett tcectcataget cacgetgtag gtatctcagt tcggtgtagg tegttegete 10380
caagctgggce tgtgtgcacg aaccccccegt tcagcecccgac cgctgegect tatccecggtaa 10440
ctatcgtcett gagtccaacc cggtaagaca cgacttatcg ccactggcag cagccactgg 10500
taacaggatt agcagagcga ggtatgtagg cggtgctaca gagttcttga agtggtggcecce 10560
taactacggc tacactagaa gaacagtatt tggtatctgce gctctgctga agccagttac 10620
cttcggaaaa agagttggta gcectcttgatce cggcaaacaa accaccgctg gtageggtgg 10680
tttttttgtt tgcaagcagc agattacgcg cagaaaaaaa ggatctcaag aagatccttt 10740
gatcttttet acggggtctg acgctcagtg gaacgaaaac tcacgttaag ggattttggt 10800
catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat gaagttttaa 10860
atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct taatcagtga 10920
ggcacctatc tcagcgatct gtctattteg ttcatccata gttgcecctgac tccececcgtegt 10980
gtagataact acgatacggg agggcttacc atctggcccec agtgctgcaa tgataccgeg 11040
agacccacgce tcaccggctce cagatttatc agcaataaac cagccagccg gaagggccga 11100
gcgcagaagt ggtcctgcaa ctttatccge ctccatccag tctattaatt gttgecggga 11160
agctagagta agtagttcgc cagttaatag tttgcgcaac gttgttgcca ttgctacagg 11220
catcgtggtg tcacgctegt cgtttggtat ggcttcatte agctceggtt cccaacgatce 11280
aaggcgagtt acatgatccc ccatgttgtg caaaaaagcg gttagctcect teggtectcece 11340
gatcgttgte agaagtaagt tggccgcagt gttatcactc atggttatgg cagcactgca 11400
taattctctt actgtcatgc catccgtaag atgcecttttcet gtgactggtg agtactcaac 11460
caagtcattc tgagaatagt gtatgcggcg accgagttge tcecttgecccgg cgtcaatacg 11520
ggataatacc gcgccacata gcagaacttt aaaagtgctc atcattggaa aacgttctte 11580
ggggcgaaaa ctctcaagga tcttaccget gttgagatcc agttcgatgt aacccactcg 11640
tgcacccaac tgatcttcag catcttttac tttcaccage gtttctgggt gagcaaaaac 11700
aggaaggcaa aatgccgcaa aaaagggaat aagggcgaca cggaaatgtt gaatactcat 11760
actcttectt tttcaatatt attgaagcat ttatcagggt tattgtctca tgagcggata 11820
catatttgaa tgtatttaga aaaataaaca aataggggtt ccgcgcacat ttccceccgaaa 11880

agtgccacct gac 11893

<210> SEQ ID NO 9

<211> LENGTH: 9569

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Constructed plasmid vector
<220> FEATURE:

<221> NAME/KEY: misc_feature
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<222> LOCATION: (4189)..(4189
<223> OTHER INFORMATION: n=a, t, ¢ or g
<400> SEQUENCE: 9
gtegacggat cgggagatct cccgatccce tatggtgcac tctcagtaca atctgctcetg 60
atgccgcata gttaagcecag tatctgetcece ctgettgtgt gttggaggte getgagtagt 120
gcgegagcaa aatttaagct acaacaaggc aaggcttgac cgacaattgc atgaagaatc 180
tgcttagggt taggegtttt gegetgette gegatgtacyg ggcecagatat acgegttgac 240
attgattatt gactagttat taatagtaat caattacggg gtcattagtt catagcccat 300
atatggagtt ccgcgttaca taacttacgg taaatggcce gectggetga ccgeccaacyg 360
acccecgece attgacgtca ataatgacgt atgttcccat agtaacgcca atagggactt 420
tccattgacyg tcaatgggtyg gagtatttac ggtaaactge ccacttggca gtacatcaag 480
tgtatcatat gccaagtacg ccccctattg acgtcaatga cggtaaatgg cccgectgge 540
attatgccca gtacatgacc ttatgggact ttectacttg gcagtacatc tacgtattag 600
tcatcgctat taccatggtg atgcggtttt ggcagtacat caatgggegt ggatageggt 660
ttgactcacg gggatttcca agtctccacce ccattgacgt caatgggagt ttgttttgge 720
accaaaatca acgggacttt ccaaaatgtc gtaacaactce cgccccattyg acgcaaatgg 780
geggtaggeyg tgtacggtgg gaggtctata taagcagcege gttttgectg tactgggtet 840
ctetggttag accagatctg agecctgggag ctetetgget aactagggaa cccactgett 900
aagcctcaat aaagcttgcce ttgagtgett caagtagtgt gtgeccgtet gttgtgtgac 960

tctggtaact agagatccct cagacccttt tagtcagtgt ggaaaatctce tagcagtggce 1020
geecgaacag ggacttgaaa gcgaaaggga aaccagagga gctctcetega cgcaggactce 1080
ggcttgctga agegegcacyg gcaagaggcg aggggcggceg actggtgagt acgccaaaaa 1140
ttttgactag cggaggctag aaggagagag atgggtgcga gagcgtcagt attaagcggg 1200
ggagaattag atcgcgatgg gaaaaaattc ggttaaggcc agggggaaag aaaaaatata 1260
aattaaaaca tatagtatgg gcaagcaggg agctagaacg attcgcagtt aatcctggcece 1320
tgttagaaac atcagaaggc tgtagacaaa tactgggaca gctacaacca tcccttcaga 1380
caggatcaga agaacttaga tcattatata atacagtagc aaccctctat tgtgtgcatc 1440
aaaggataga gataaaagac accaaggaag ctttagacaa gatagaggaa gagcaaaaca 1500
aaagtaagac caccgcacag caagcggcecg gecgegetga tcettcagace tggaggagga 1560
gatatgaggg acaattggag aagtgaatta tataaatata aagtagtaaa aattgaacca 1620
ttaggagtag cacccaccaa ggcaaagaga agagtggtgc agagagaaaa aagagcagtg 1680
ggaataggag ctttgttcct tgggttcttg ggagcagcag gaagcactat gggcgcagcyg 1740
tcaatgacgc tgacggtaca ggccagacaa ttattgtcetg gtatagtgca gcagcagaac 1800
aatttgctga gggctattga ggcgcaacag catctgttgce aactcacagt ctggggcatc 1860
aagcagctcc aggcaagaat cctggctgtg gaaagatacc taaaggatca acagctcectg 1920
gggatttggg gttgctctgg aaaactcatt tgcaccactg ctgtgccttg gaatgctagt 1980
tggagtaata aatctctgga acagatttgg aatcacacga cctggatgga gtgggacaga 2040
gaaattaaca attacacaag cttaatacac tccttaattg aagaatcgca aaaccagcaa 2100
gaaaagaatg aacaagaatt attggaatta gataaatggg caagtttgtg gaattggttt 2160

aacataacaa attggctgtg gtatataaaa ttattcataa tgatagtagg aggcttggta 2220
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ggtttaagaa tagtttttgc tgtactttct atagtgaata gagttaggca gggatattca 2280
ccattatcegt ttcagaccca cctcccaacce cegaggggac ccgacaggece cgaaggaata 2340
gaagaagaag gtggagagag agacagagac agatccattc gattagtgaa cggatcggca 2400
ctgcgtgege caattctgca gacaaatggce agtattcatc cacaatttta aaagaaaagg 2460
ggggattggyg gggtacagtyg caggggaaag aatagtagac ataatagcaa cagacataca 2520
aactaaagaa ttacaaaaac aaattacaaa aattcaaaat tttcgggttt attacaggga 2580
cagcagagat ccagtttggt tagtaccggg cccggtgcett tgctctgage cagcccacca 2640
gtttggaatg actccttttt atgacttgaa ttttcaagta taaagtctag tgctaaattt 2700
aatttgaaca actgtatagt ttttgctggt tgggggaagg aaaaaaaatg gtggcagtgt 2760
ttttttcaga attagaagtyg aaatgaaaat tgttgtgtgt gaggatttct aatgacatgt 2820
ggtggttgca tactgagtga agccggtgag cattctgcca tgtcaccccce tcgtgctceag 2880
taatgtactt tacagaaatc ctaaactcaa aagattgata taaaccatgc ttcttgtgta 2940
tatccggtet cttcetctggg tagtctcact cagectgcat ttcectgccagg geccgctcta 3000
gaactagtgg atccccecggg ctgcaggaat tcgaacgctg acgtcatcaa cccgctcecaa 3060
ggaatcgegyg geccagtgte actaggceggg aacacccage gegegtgege cctggcagga 3120
agatggctgt gagggacagg ggagtggcgce cctgcaatat ttgcatgtcg ctatgtgttce 3180
tgggaaatca ccataaacgt gaaatgtctt tggatttggg aatcttataa gttctgtatg 3240
agaccacaga tcccecctacce tgagttectt ccecttcaag agaggggaag gaactcaggt 3300
agtttttaag cttatcgata ccgtcgacct cgaggtcgac ggtatcgata agctcgectte 3360
acgagattcc agcaggtcga gggacctaat aacttcgtat agcatacatt atacgaagtt 3420
atattaaggg ttccaagctt aagcggccgce gtggataacc gtattaccge catgcattag 3480
ttattaatag taatcaatta cggggtcatt agttcatagc ccatatatgg agttccgegt 3540
tacataactt acggtaaatg gcccgectgg ctgaccgecce aacgacccece geccattgac 3600
gtcaataatg acgtatgttc ccatagtaac gccaataggg actttccatt gacgtcaatg 3660
ggtggagtat ttacggtaaa ctgcccactt ggcagtacat caagtgtatc atatgccaag 3720
tacgccececct attgacgtca atgacggtaa atggcccgcece tggcattatg cccagtacat 3780
gaccttatgg gactttccta cttggcagta catctacgta ttagtcatcg ctattaccat 3840
ggtgatgcgg ttttggcagt acatcaatgg gcgtggatag cggtttgact cacggggatt 3900
tccaagtcecte caccccattg acgtcaatgg gagtttgttt tggcaccaaa atcaacggga 3960
ctttccaaaa tgtcgtaaca actccgeccce attgacgcaa atgggcggta ggcgtgtacg 4020
gtgggaggtc tatataagca gagctggttt agtgaaccgt cagatccgcet agcgctaccyg 4080
gatcacaagt ttgtacaaaa aagcaggctc tttaaaggaa ccaattcagt cgactggatc 4140
cggtaccgaa ttcaaagaca actcagagtt caccatgggc tccatcggng cagcaagcat 4200
ggaattttgt tttgatgtat tcaaggagct caaagtccac catgccaatg agaacatctt 4260
ctactgcccce attgccatca tgtcagectct agccatggta tacctgggtg caaaagacag 4320
caccaggaca caaataaata aggttgttcg ctttgataaa cttccaggat tcggagacag 4380
tattgaagct cagtgtggca catctgtaaa cgttcactct tcacttagag acatcctcaa 4440
ccaaatcacc aaaccaaatg atgtttattc gttcagectt geccagtagac tttatgctga 4500
agagagatac ccaatcctgc cagaatactt gcagtgtgtg aaggaactgt atagaggagg 4560

cttggaacct atcaactttc aaacagctgc agatcaagcc agagagctca tcaattcectg 4620
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ggtagaaagt cagacaaatg gaattatcag aaatgtcctt cagccaagct ccgtggattce 4680
tcaaactgca atggttctgg ttaatgccat tgtcttcaaa ggactgtggg agaaaacatt 4740
taaggatgaa gacacacaag caatgccttt cagagtgact gagcaagaaa gcaaacctgt 4800
gcagatgatg taccagattg gtttatttag agtggcatca atggcttctg agaaaatgaa 4860
gatcctggag cttccatttg ccagtgggac aatgagcatg ttggtgctgt tgcctgatga 4920
agtctcaggce cttgagcagc ttgagagtat aatcaacttt gaaaaactga ctgaatggac 4980
cagttctaat gttatggaag agaggaagat caaagtgtac ttacctcgca tgaagatgga 5040
ggaaaaatac aacctcacat ctgtcttaat ggctatgggc attactgacg tgtttagcetce 5100
ttcagccaat ctgtctggca tcectecctcage agagagectg aagatatctce aagctgtcca 5160
tgcagcacat gcagaaatca atgaagcagg cagagaggtyg gtagggtcag cagaggctgg 5220
agtggatgct gcaagcgtcect ctgaagaatt tagggctgac catccattcecce tettctgtat 5280
caagcacatc gcaaccaacg ccgttcectctt ctttggcaga tgtgtttcce cttaaaaaga 5340
agaaagctga aaaactctgt cccttceccaac aagacccaga gcactgtagt atcaggggta 5400
aaatgaaaag tatgttctct gcectgcatcca gacttcataa aagctggagce ttaatctaga 5460
ctcgageggce cgccactgtg ctggatatct gcagaatteg cggccgcact cgagatatct 5520
agacccagct ttcttgtaca aagtggtgat aattcgtcega gggacctaat aacttcgtat 5580
agcatacatt atacgaagtt atacatgttt aagggttccg gttccactag gtacaattcg 5640
atatcaagct tatcgataat caacctctgg attacaaaat ttgtgaaaga ttgactggta 5700
ttcttaacta tgttgctect tttacgctat gtggatacgce tgctttaatg cctttgtatce 5760
atgctattge ttccecgtatg getttcattt tctectectt gtataaatce tggttgetgt 5820
ctctttatga ggagttgtgg cccgttgtca ggcaacgtgg cgtggtgtge actgtgtttg 5880
ctgacgcaac ccccactggt tggggcattg ccaccacctg tcagctcecctt tecgggactt 5940
tcgetttece cectceectatt gecacggcegg aactcatcege cgcectgectt geccgcetget 6000
ggacaggggc tcggcetgttg ggcactgaca attcegtggt gttgtcecgggg aaatcatcegt 6060
cctttecttg getgectegee tgtgttgcecca cctggattet gegcgggacg tecttetget 6120
acgtcecctte ggccctcaat ccagcggace ttectteccg cggcectgcectg ceggetetge 6180
ggcectettee gegtettege cttegececte agacgagteg gatctcecctt tgggccgect 6240
cceegeateg ataccgtega cctcgatcga gacctagaaa aacatggagce aatcacaagt 6300
agcaatacag cagctaccaa tgctgattgt gectggctag aagcacaaga ggaggaggag 6360
gtgggttttc cagtcacacc tcaggtacca agcatggggt aaagtactgt tctcatcaca 6420
tcatatcaag gttatatacc atcaatattg ccacagatgt tacttagcct tttaatattt 6480
ctctaattta gtgtatatgc aatgatagtt ctctgatttc tgagattgag tttctcatgt 6540
gtaatgatta tttagagttt ctctttcatc tgttcaaatt tttgtctagt tttatttttt 6600
actgatttgt aagacttctt tttataatct gcatattaca attctcttta ctggggtgtt 6660
gcaaatattt tctgtcattc tatggcctga cttttcecttaa tggtttttta attttaaaaa 6720
taagtcttaa tattcatgca atctaattaa caatcttttc tttgtggtta ggactttgag 6780
tcataagaaa tttttctcta cactgaagtc atgatggcat gcttctatat tattttctaa 6840
aagatttaaa gttttgcctt ctccatttag acttataatt cactggaatt tttttgtgtg 6900

tatggtatga catatgggtt cccttttatt ttttacatat aaatatattt ccctgttttt 6960
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ctaaaaaaga aaaagatcat cattttccca ttgtaaaatg ccatattttt ttcataggtc 7020
acttacatat atcaatgggt ctgtttctga gctctactct attttatcag cctcactgtce 7080
tatccccaca catctcatge tttgctctaa atcttgatat ttagtggaac attctttcece 7140
attttgttct acaagaatat ttttgttatt gtcttttggg cttctatata cattttagaa 7200
tgaggttggc aagttctgta gatcttagcce actttttaaa agaaaagggg ggactggaag 7260
ggctaattca ctcccaacga agacaagata tccttgatct gtggatctac cacacacaag 7320
gctactteee tgattggcag aactacacac cagggccagg gatcagatat ccactgacct 7380
ttggatggtg ctacaagcta gtaccagttg agcaagagaa ggtagaagaa gccaatgaag 7440
gagagaacac ccgcttgtta caccctgtga gectgcatgg gatggatgac ccggagagag 7500
aagtattaga gtggaggttt gacagccgcce tagcatttca tcacatggcce cgagagctgce 7560
atccggactg tactgggtet ctectggttag accagatctg agcecctgggag ctetetgget 7620
aactagggaa cccactgctt aagcctcaat aaagcttgecc ttgagtgctt caagtagtgt 7680
gtgcececgtet gttgtgtgac tctggtaact agagatcccect cagacccttt tagtcagtgt 7740
ggaaaatcte tagcagcatg tgagcaaaag gccagcaaaa ggccaggaac cgtaaaaagg 7800
ccgegttget ggegttttte cataggctce gcccccecctga cgagcatcac aaaaatcgac 7860
gctcaagtca gaggtggcga aacccgacag gactataaag ataccaggcg ttteccectg 7920
gaagctcect cgtgegetcet cctgttecga cecctgecget taccggatac ctgtceccgect 7980
ttctecectte gggaagegtyg gegcetttcecte atagctcacg ctgtaggtat ctcagttegg 8040
tgtaggtcgt tecgctccaag ctgggctgtg tgcacgaacc ccccgttcag cccgaccgcet 8100
gcgecttate cggtaactat cgtcecttgagt ccaacccggt aagacacgac ttatcgecac 8160
tggcagcagce cactggtaac aggattagca gagcgaggta tgtaggcggt gctacagagt 8220
tcttgaagtg gtggcctaac tacggctaca ctagaagaac agtatttggt atctgcgcetce 8280
tgctgaagcce agttaccttc ggaaaaagag ttggtagcectc ttgatccggce aaacaaacca 8340
ccgctggtag cggtggtttt tttgtttgca agcagcagat tacgcgcaga aaaaaaggat 8400
ctcaagaaga tcctttgatc ttttctacgg ggtctgacgce tcagtggaac gaaaactcac 8460
gttaagggat tttggtcatg agattatcaa aaaggatctt cacctagatc cttttaaatt 8520
aaaaatgaag ttttaaatca atctaaagta tatatgagta aacttggtct gacagttacc 8580
aatgcttaat cagtgaggca cctatctcag cgatctgtcect atttcgttca tceccatagttg 8640
cctgactecece cgtcegtgtag ataactacga tacgggaggg cttaccatct ggccccagtg 8700
ctgcaatgat accgcgagac ccacgctcac cggctccaga tttatcagca ataaaccagc 8760
cagccggaag ggccgagcegce agaagtggtce ctgcaacttt atccgectecce atccagtcta 8820
ttaattgttg ccgggaagct agagtaagta gttcgccagt taatagtttg cgcaacgttg 8880
ttgccattge tacaggcatc gtggtgtcac gctegtegtt tggtatgget tcattcaget 8940
ccggttecca acgatcaagg cgagttacat gatcccccat gttgtgcaaa aaagcggtta 9000
gctecttegyg tectecgate gttgtcagaa gtaagttgge cgcagtgtta tcactcatgg 9060
ttatggcagc actgcataat tctcttactg tcatgccatc cgtaagatge ttttetgtga 9120
ctggtgagta ctcaaccaag tcattctgag aatagtgtat gcggcgaccg agttgctcett 9180
gcceggegte aatacgggat aataccgcge cacatagcag aactttaaaa gtgctcatca 9240
ttggaaaacg ttcttcgggg cgaaaactct caaggatctt accgctgttg agatccagtt 9300

cgatgtaacc cactcgtgca cccaactgat cttcagcatc ttttacttte accagcegttt 9360
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ctgggtgage
aatgttgaat
gtctcatgag

gcacatttee

aaaaacagga

actcatactc

cggatacata

ccgaaaagtyg

<210> SEQ ID NO 10
<211> LENGTH: 9394

<212> TYPE:

DNA

aggcaaaatyg ccgcaaaaaa gggaataagyg gcgacacgga

ttccttttte aatattattg aagcatttat cagggttatt

tttgaatgta tttagaaaaa taaacaaata ggggttccge

ccacctgac

<213> ORGANISM: Artificial Sequence
<220> FEATURE:
<223> OTHER INFORMATION: Constructed plasmid vector
<220> FEATURE:
<221> NAME/KEY: misc_feature

<222> LOCATION:

(7971) .. (7971)

<223> OTHER INFORMATION: n=a ,t,

<400> SEQUENCE: 10

ttgtacaaag

tagcatacat

gatatcaagce

attcttaact

catgctattg

tctetttatg

getgacgcaa

ttegetttee

tggacagggg

tcetttectt

tacgtceett

cggectette

tceceegeate

tagcaataca

ggtgggtttt

atcatatcaa

tctctaattt

tgtaatgatt

tactgatttg

tgcaaatatt

ataagtctta

gtcataagaa

aaagatttaa

gtatggtatg

tctaaaaaag

cacttacata

ctatcccecac

cattttgttce

tggtgataac

tatacgaagt

ttatcgataa

atgttgctce

ctteccegtat

aggagttgtg

cccecactygyg

ccctecectat

cteggetgtt

ggctgetege

cggeectcaa

cgegtetteg

gataccgteg

gcagctacca

ccagtcacac

ggttatatac

agtgtatatg

atttagagtt

taagacttct

ttetgteatt

atattcatge

atttttctet

agttttgect

acatatgggt

aaaaagatca

tatcaatggg

acatctcatg

tacaagaata

ctcgagggcg

tatacatgtt

tcaacctetyg

ttttacgcta

ggcttteatt

gecegttgte

ttggggcatt

tgccacggeyg

gggcactgac

ctgtgttgee

tccageggac

ccttegecct

acctcgateg

atgctgattg

ctcaggtacc

catcaatatt

caatgatagt

tctetttcat

ttttataatc

ctatggectyg

aatctaatta

acactgaagt

tctccattta

tcececttttat

tcattttcce

tetgtttety

ctttgctcta

tttttgttat

corg

caattecgteg

taagggttcc

gattacaaaa

tgtggatacg

ttctectect

aggcaacgtyg

gccaccacct

gaactcatcg

aattcegtygg

acctggatte

cttecttece

cagacgagtc

agacctagaa

tgcctggeta

aagcatgggg

gccacagatg

tctetgattt

ctgttcaaat

tgcatattac

acttttctta

acaatctttt

catgatggca

gacttataat

tttttacata

attgtaaaat

agctctacte

aatcttgata

tgtcttttgg

agggacctaa

ggttccacta

tttgtgaaag

ctgctttaat

tgtataaatc

gegtggtgtyg

gtcagctect

cegectgect

tgttgtcggg

tgcgcgggac

geggectget

ggatctcect

aaacatggag

gaagcacaag

taaagtactg

ttacttagce

ctgagattga

ttttgtctag

aattctcttt

atggtttttt

ctttgtggtt

tgcttctata

tcactggaat

taaatatatt

gccatatttt

tattttatca

tttagtggaa

gettetatat

taacttcgta

ggtacaattc

attgactggt

gectttgtat

ctggttgetyg

cactgtgttt

ttcegggact

tgccegetge

gaaatcatcg

gtcettetge

geeggetetyg

ttgggccgee

caatcacaag

aggaggagga

ttctcatcac

ttttaatatt

gtttctcatg

ttttattttt

actggggtgt

aattttaaaa

aggactttga

ttattttcta

ttttttgtgt

tcoctgtttt

tttcataggt

gectcactgt

cattctttce

acattttaga

9420

9480

9540

9569

60

120

180

240

300

360

420

480

540

600

660

720

780

840

900

960

1020

1080

1140

1200

1260

1320

1380

1440

1500

1560

1620

1680
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atgaggttgg caagttctgt agatcttagc cactttttaa aagaaaaggg gggactggaa 1740
gggctaattc actcccaacg aagacaagat atccttgatc tgtggatcta ccacacacaa 1800
ggctacttece ctgattggca gaactacaca ccagggccag ggatcagata tccactgacce 1860
tttggatggt gctacaagct agtaccagtt gagcaagaga aggtagaaga agccaatgaa 1920
ggagagaaca cccgcttgtt acaccctgtg agcctgcatg ggatggatga cccggagaga 1980
gaagtattag agtggaggtt tgacagccgce ctagcatttc atcacatggc ccgagagcetg 2040
catccggact gtactgggte tcectcectggtta gaccagatct gagcctggga gcetcectcetggce 2100
taactaggga acccactgct taagcctcaa taaagcttgce cttgagtgct tcaagtagtg 2160
tgtgcecegte tgttgtgtga ctcectggtaac tagagatccce tcagaccctt ttagtcagtg 2220
tggaaaatct ctagcagcat gtgagcaaaa ggccagcaaa aggccaggaa ccgtaaaaag 2280
gcecgegttge tggegttttt ccataggectce cgccceccctyg acgagcatca caaaaatcga 2340
cgctcaagtc agaggtggcg aaacccgaca ggactataaa gataccaggce gtttcccect 2400
ggaagctecece tegtgecgcete teectgttecg accctgceccge ttaccggata cctgtecgece 2460
tttcteectt cgggaagegt ggcgcetttcet catagctcac getgtaggta tetcagttceg 2520
gtgtaggtcg ttecgctccaa gctgggetgt gtgcacgaac cccccegttca gcccgaccge 2580
tgcgecttat ccggtaacta tegtcttgag tccaacccegg taagacacga cttatcgeca 2640
ctggcagcag ccactggtaa caggattagc agagcgaggt atgtaggcgg tgctacagag 2700
ttcttgaagt ggtggcctaa ctacggctac actagaagaa cagtatttgg tatctgcget 2760
ctgctgaagce cagttacctt cggaaaaaga gttggtagct cttgatccgg caaacaaacc 2820
accgctggta geggtggttt ttttgtttge aagcagcaga ttacgcgcag aaaaaaagga 2880
tctcaagaag atcctttgat cttttctacg gggtctgacg ctcagtggaa cgaaaactca 2940
cgttaaggga ttttggtcat gagattatca aaaaggatct tcacctagat ccttttaaat 3000
taaaaatgaa gttttaaatc aatctaaagt atatatgagt aaacttggtc tgacagttac 3060
caatgcttaa tcagtgaggc acctatctca gcgatctgtce tatttcgtte atccatagtt 3120
gcctgactee cegtegtgta gataactacg atacgggagg gcttaccatce tggccccagt 3180
gctgcaatga taccgcgaga cccacgctca ccggctccag atttatcagce aataaaccag 3240
ccagccggaa gggccgagceg cagaagtggt cctgcaactt tatccgecte catccagtcet 3300
attaattgtt gccgggaagce tagagtaagt agttcgcecag ttaatagttt gcegcaacgtt 3360
gttgccattyg ctacaggcat cgtggtgtca cgctecgtcecgt ttggtatggce ttcattcage 3420
tceggttece aacgatcaag gcgagttaca tgatccccca tgttgtgcaa aaaagcggtt 3480
agctcctteg gtcecctceccgat cgttgtcaga agtaagttgg ccgcagtgtt atcactcatg 3540
gttatggcag cactgcataa ttctcttact gtcatgccat ccgtaagatg cttttctgtg 3600
actggtgagt actcaaccaa gtcattctga gaatagtgta tgcggcgacc gagttgctct 3660
tgccecggegt caatacggga taataccgcg ccacatagca gaactttaaa agtgctcatce 3720
attggaaaac gttcttcggg gcgaaaactc tcaaggatct taccgectgtt gagatccagt 3780
tcgatgtaac ccactcgtge acccaactga tcttcagcat cttttacttt caccagegtt 3840
tctgggtgag caaaaacagg aaggcaaaat gccgcaaaaa agggaataag ggcgacacgg 3900
aaatgttgaa tactcatact cttccttttt caatattatt gaagcattta tcagggttat 3960
tgtctcatga gcggatacat atttgaatgt atttagaaaa ataaacaaat aggggttccg 4020
cgcacatttc cccgaaaagt gccacctgac gtcgacggat cgggagatct cccgatccce 4080
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tatggtgcac tctcagtaca atctgctctg atgccgcata gttaagccag tatctgctcece 4140
ctgcttgtgt gttggaggtc gctgagtagt gcgcgagcaa aatttaagct acaacaaggce 4200
aaggcttgac cgacaattgc atgaagaatc tgcttagggt taggcgtttt gegetgette 4260
gcgatgtacg ggccagatat acgcgttgac attgattatt gactagttat taatagtaat 4320
caattacggg gtcattagtt catagcccat atatggagtt ccgcgttaca taacttacgg 4380
taaatggccce gectggctga ccgcccaacg acccecccgecce attgacgtca ataatgacgt 4440
atgttcccat agtaacgcca atagggactt tccattgacg tcaatgggtg gagtatttac 4500
ggtaaactgc ccacttggca gtacatcaag tgtatcatat gccaagtacg cccectattg 4560
acgtcaatga cggtaaatgg cccgcectgge attatgccca gtacatgacce ttatgggact 4620
ttecctacttg gecagtacatce tacgtattag tcatcgctat taccatggtg atgecggtttt 4680
ggcagtacat caatgggcgt ggatagcggt ttgactcacg gggatttcca agtctccacce 4740
ccattgacgt caatgggagt ttgttttggc accaaaatca acgggacttt ccaaaatgtc 4800
gtaacaactc cgccccattg acgcaaatgg gcggtaggeg tgtacggtgg gaggtctata 4860
taagcagcgce gttttgcetg tactgggtct ctetggttag accagatctg agcctgggag 4920
ctctectgget aactagggaa cccactgctt aagcectcaat aaagcttgcce ttgagtgett 4980
caagtagtgt gtgcccgtet gttgtgtgac tctggtaact agagatccct cagacccttt 5040
tagtcagtgt ggaaaatctc tagcagtggc gcccgaacag ggacttgaaa gcgaaaggga 5100
aaccagagga gctctctega cgcaggactce ggettgetga agegegcacyg gcaagaggcg 5160
aggggcggeg actggtgagt acgccaaaaa ttttgactag cggaggctag aaggagagag 5220
atgggtgcga gagcgtcagt attaagcggg ggagaattag atcgcgatgg gaaaaaattc 5280
ggttaaggcc agggggaaag aaaaaatata aattaaaaca tatagtatgg gcaagcaggg 5340
agctagaacg attcgcagtt aatcctggcce tgttagaaac atcagaaggc tgtagacaaa 5400
tactgggaca gctacaacca tcccttcaga caggatcaga agaacttaga tcattatata 5460
atacagtagc aaccctctat tgtgtgcatc aaaggataga gataaaagac accaaggaag 5520
ctttagacaa gatagaggaa gagcaaaaca aaagtaagac caccgcacag caagcggccg 5580
gccgegcectga tettcagace tggaggagga gatatgaggg acaattggag aagtgaatta 5640
tataaatata aagtagtaaa aattgaacca ttaggagtag cacccaccaa ggcaaagaga 5700
agagtggtgc agagagaaaa aagagcagtg ggaataggag ctttgttcct tgggttettg 5760
ggagcagcag gaagcactat gggcgcageg tcaatgacge tgacggtaca ggccagacaa 5820
ttattgtctg gtatagtgca gcagcagaac aatttgctga gggctattga ggcgcaacag 5880
catctgttgce aactcacagt ctggggcatc aagcagctcc aggcaagaat cctggcetgtg 5940
gaaagatacc taaaggatca acagctcctg gggatttggg gttgctctgg aaaactcatt 6000
tgcaccactg ctgtgccttyg gaatgctagt tggagtaata aatctctgga acagatttgg 6060
aatcacacga cctggatgga gtgggacaga gaaattaaca attacacaag cttaatacac 6120
tcettaattg aagaatcgca aaaccagcaa gaaaagaatg aacaagaatt attggaatta 6180
gataaatggg caagtttgtg gaattggttt aacataacaa attggctgtg gtatataaaa 6240
ttattcataa tgatagtagg aggcttggta ggtttaagaa tagtttttgc tgtactttct 6300
atagtgaata gagttaggca gggatattca ccattatcgt ttcagaccca cctcccaacce 6360
ccgaggggac ccgacaggcece cgaaggaata gaagaagaag gtggagagag agacagagac 6420
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agatccattc gattagtgaa cggatcggca ctgcgtgcege caattctgca gacaaatggce 6480
agtattcatc cacaatttta aaagaaaagg ggggattggg gggtacagtg caggggaaag 6540
aatagtagac ataatagcaa cagacataca aactaaagaa ttacaaaaac aaattacaaa 6600
aattcaaaat tttcgggttt attacaggga cagcagagat ccagtttggt tagtaccggg 6660
cceggtgett tgctcectgage cagcccacca gtttggaatg actcecttttt atgacttgaa 6720
ttttcaagta taaagtctag tgctaaattt aatttgaaca actgtatagt ttttgctggt 6780
tgggggaagg aaaaaaaatg gtggcagtgt ttttttcaga attagaagtg aaatgaaaat 6840
tgttgtgtgt gaggatttct aatgacatgt ggtggttgca tactgagtga agccggtgag 6900
cattctgcca tgtcacccece tegtgctcag taatgtactt tacagaaatc ctaaactcaa 6960
aagattgata taaaccatgc ttcttgtgta tatccggtet cttctectggg tagtctcact 7020
cagcctgecat ttcectgccagg geccgctcecta gtcecgaggteg acggtatcga taagctceget 7080
tcacgagatt ccagcaggtc gagggaccta ataacttcegt atagcataca ttatacgaag 7140
ttatattaag ggttccaagc ttaagcggcce gcgtggataa ccgtattacce gcecatgcatt 7200
agttattaat agtaatcaat tacggggtca ttagttcata gcccatatat ggagttccgce 7260
gttacataac ttacggtaaa tggcccgect ggctgaccgce ccaacgaccce ccgeccattg 7320
acgtcaataa tgacgtatgt tcccatagta acgccaatag ggactttcca ttgacgtcaa 7380
tgggtggagt atttacggta aactgcccac ttggcagtac atcaagtgta tcatatgcca 7440
agtacgcccce ctattgacgt caatgacggt aaatggcccg cctggcatta tgcccagtac 7500
atgaccttat gggactttcc tacttggcag tacatctacg tattagtcat cgctattacc 7560
atggtgatgc ggttttggca gtacatcaat gggcgtggat agcggtttga ctcacgggga 7620
tttccaagtc tccaccccat tgacgtcaat gggagtttgt tttggcacca aaatcaacgg 7680
gactttccaa aatgtcgtaa caactccgec ccattgacge aaatgggcgg taggcgtgta 7740
cggtgggagg tctatataag cagagctggt ttagtgaacc gtcagatccg ctagcgctac 7800
cggctagaaa attgtccgcet aaattctgge cgtttttgge ttttttgtta gacaggatcce 7860
gttatcacaa gtttgtacaa aaaagcaggc tctttaaagg aaccaattca gtcgactgga 7920
tcecggtaceg aattcaaaga caactcagag ttcaccatgg gcectccatcgg ngcagcaagc 7980
atggaatttt gttttgatgt attcaaggag ctcaaagtcc accatgccaa tgagaacatc 8040
ttctactgece ccattgccat catgtcagct ctagccatgg tatacctggg tgcaaaagac 8100
agcaccagga cacaaataaa taaggttgtt cgctttgata aacttccagg attcggagac 8160
agtattgaag ctcagtgtgg cacatctgta aacgttcact cttcacttag agacatcctce 8220
aaccaaatca ccaaaccaaa tgatgtttat tcgttcagcc ttgccagtag actttatget 8280
gaagagagat acccaatcct gccagaatac ttgcagtgtg tgaaggaact gtatagagga 8340
ggcttggaac ctatcaactt tcaaacagct gcagatcaag ccagagagct catcaattcce 8400
tgggtagaaa gtcagacaaa tggaattatc agaaatgtcc ttcagccaag ctccgtggat 8460
tctcaaactg caatggttct ggttaatgcce attgtcttca aaggactgtg ggagaaaaca 8520
tttaaggatg aagacacaca agcaatgcct ttcagagtga ctgagcaaga aagcaaacct 8580
gtgcagatga tgtaccagat tggtttattt agagtggcat caatggcttc tgagaaaatg 8640
aagatcctgg agcttccatt tgccagtggg acaatgagca tgttggtget gttgectgat 8700
gaagtctcag gccttgagca gcttgagagt ataatcaact ttgaaaaact gactgaatgg 8760

accagttcta atgttatgga agagaggaag atcaaagtgt acttacctcg catgaagatg 8820
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gaggaaaaat acaacctcac atctgtctta atggctatgg gcattactga cgtgtttage 8880
tcttcageca atctgtctgg catctcectca gcagagagece tgaagatatce tcaagctgtce 8940
catgcagcac atgcagaaat caatgaagca ggcagagagyg tggtagggtc agcagaggct 9000
ggagtggatg ctgcaagcgt ctctgaagaa tttagggctg accatccatt cctettetgt 9060
atcaagcaca tcgcaaccaa cgccgttcte ttetttggca gatgtgttte cccttaaaaa 9120
gaagaaagct gaaaaactct gtcccttecca acaagaccca gagcactgta gtatcagggg 9180
taaaatgaaa agtatgttct ctgctgcatc cagacttcat aaaagctgga gcttaatcta 9240
gactggaggc ttgctgaagg ctgtatgctg tgagaactga attccatggg ttgttttgge 9300
cactgactga caacccatga ttcagttctc acaggacaca aggcctgtta ctagcactca 9360
catggaacaa atggcccatc tagacccagc ttte 9394

<210> SEQ I
<211> LENGT.
<212> TYPE:

D NO 11
H: 986
PRT

<213> ORGANISM: Artificial Sequence

<220> FEATU

RE:

<223> OTHER INFORMATION: Mutated Sindbis virus glycoprotein

<400> SEQUENCE: 11

Met Ser Ala
1

Ser Phe Pro
Arg Ala Leu
35

Thr Leu Leu
50

Asp Asp Phe
65

His His Thr

Asp Glu Ala

Gly Tyr Asp

115

Ser Leu Lys
130

Lys Glu Gly
145

Arg Arg Leu

Gly Asp Ser

Cys Thr Leu

195

Tyr Asp Leu
210

Asp Arg Leu
225

Arg Pro His

Ala Pro Leu Val Thr

Cys Asp Arg Pro Pro

20

Asp Ile Leu Glu Glu

40

Asn Ala Ile Leu Arg

55

Thr Leu Thr Ser Pro

70

Val Pro Cys Phe Ser

85

Asp Asp Asn Thr Ile

100

Gln Ser Gly Ala Ala

120

Leu Met Tyr Pro Tyr

135

Thr Met Asp Asp Ile
150

Ser Tyr Lys Gly Tyr

165

Val Thr Val Ser Ile

180

Ala Arg Lys Ile Lys

200

Pro Pro Val His Gly

215

Ala Ala Thr Thr Ala
230

Ala Tyr Thr Ser Tyr

245

Ala

Thr

25

Asn

Cys

Tyr

Pro

Arg

105

Ser

Asp

Lys

Phe

Val

185

Pro

Lys

Gly

Leu

Met

10

Cys

Val

Gly

Leu

Val

Ile

Ala

Val

Ile

Leu

170

Ser

Lys

Lys

Tyr

Glu
250

Cys

Tyr

Asn

Ser

Gly

75

Lys

Gln

Asn

Pro

Ser

155

Leu

Ser

Phe

Ile

Ile

235

Glu

Leu Leu Gly

Thr Arg Glu
30

His Glu Ala
45

Ser Gly Ser
60

Thr Cys Ser

Ile Glu Gln

Thr Ser Ala
110

Lys Tyr Arg
125

Asp Tyr Ala
140

Thr Ser Gly

Ala Lys Cys

Asn Ser Ala
190

Val Gly Arg
205

Pro Cys Thr
220

Thr Met His

Ser Ser Gly

Asn Val
15

Pro Ser

Tyr Asp

Val Ile

Tyr Cys

80

Val Trp

Gln Phe

Tyr Met

Thr Val

Pro Cys

160

Pro Pro
175

Thr Ser

Glu Lys

Val Tyr

Arg Pro

240

Lys Val
255
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146

Tyr

Gly

Cys

Trp

305

Gln

Ser

Leu

385

Asn

Pro

Pro

Ile

Cys

465

Leu

Glu

Gln

Ser

545

Pro

Glu

Tyr

Cys

Cys

625

Cys

Leu

Thr

Ala

Asp

Thr

290

Val

Gly

Pro

Leu

Gly

370

Arg

His

His

Val

Gly

450

Leu

Ala

Thr

Leu

Cys

530

Asp

Tyr

Ile

Ile

Cys

610

Lys

Phe

Ser

Ala

Lys

Tyr

275

Ala

Phe

Lys

Val

Gln

355

Ala

Asn

Glu

Gly

Tyr

435

Val

Thr

Leu

Met

Cys

515

Cys

Ala

Lys

Thr

Thr

595

Gly

Val

Cys

Ala

Ala

Pro

260

Lys

Ile

Asn

Leu

Ala

340

Leu

Asn

Phe

Pro

Trp

420

Thr

Thr

Pro

Leu

Ser

500

Ile

Leu

Tyr

Ala

Val

580

Cys

Ser

Phe

Asp

Asp

660

Met

Pro

Thr

Lys

Ser

His

325

His

Asp

Pro

Thr

Val

405

Pro

Ile

Val

Tyr

Cys

485

Tyr

Pro

Pro

Glu

Leu

565

Met

Lys

Leu

Gly

Ser
645

Cys

Lys

Ser

Gly

Gln

Pro

310

Leu

Ala

Thr

Glu

Val

390

Arg

His

Leu

Ala

Ala

470

Cys

Leu

Leu

Phe

His

550

Val

Ser

Phe

Glu

Gly
630
Glu

Ala

Val

Gly

Thr

Cys

295

Asp

Pro

Pro

Asp

Pro

375

Asp

Val

Glu

Ala

Val

455

Leu

Val

Trp

Ala

Leu

535

Ala

Glu

Ser

Thr

Cys

615

Val

Asn

Ser

Gly

Lys

Val

280

Val

Leu

Phe

Asn

His

360

Thr

Arg

Tyr

Ile

Val

440

Leu

Ala

Arg

Ser

Ala

520

Val

Thr

Arg

Glu

Thr

600

Gln

Tyr

Ser

Asp

Leu

Asn

265

Ser

Ala

Ile

Lys

Val

345

Leu

Thr

Asp

Ala

Val

425

Ala

Cys

Pro

Ser

Asn

505

Phe

Val

Thr

Ala

Val

585

Val

Pro

Pro

Gln

His
665

Arg

Ile

Thr

Tyr

Arg

Leu

330

Ile

Thr

Glu

Gly

Gln

410

Gln

Ser

Ala

Asn

Ala

490

Ser

Ile

Ala

Val

Gly

570

Leu

Val

Ala

Phe

Met
650

Ala

Ile

Thr

Arg

Lys

His

315

Ile

His

Leu

Trp

Leu

395

Glu

His

Ala

Cys

Ala

475

Asn

Gln

Val

Gly

Pro

555

Tyr

Pro

Pro

Ala

Met
635
Ser

Gln

Val

Tyr

Thr

Ser

300

Asp

Pro

Gly

Leu

Ile

380

Glu

Ser

Tyr

Thr

Lys

460

Val

Ala

Pro

Leu

Ala

540

Asn

Ala

Ser

Ser

His

620

Trp

Glu

Ala

Tyr

Glu

Glu

285

Asp

Asp

Ser

Phe

Thr

365

Val

Tyr

Ala

Tyr

Val

445

Ala

Ile

Glu

Phe

Met

525

Tyr

Val

Pro

Thr

Pro

605

Ala

Gly

Ala

Ile

Gly

Cys

270

Ile

Gln

His

Thr

Lys

350

Thr

Gly

Ile

Pro

His

430

Ala

Arg

Pro

Thr

Phe

510

Arg

Leu

Pro

Leu

Asn

590

Lys

Gly

Gly

Tyr

Lys

670

Asn

Lys

Thr

Thr

Thr

Cys

335

His

Arg

Lys

Trp

Gly

415

Arg

Met

Arg

Thr

Phe

495

Trp

Cys

Ala

Gln

Asn

575

Gln

Ile

Tyr

Ala

Val
655

Val

Thr

Cys

Gly

Lys

Ala

320

Met

Ile

Arg

Thr

Gly

400

Asp

His

Met

Glu

Ser

480

Thr

Val

Cys

Lys

Ile

560

Leu

Glu

Lys

Thr

Gln
640
Glu

His

Thr
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-continued

675 680 685
Phe

690

Val Val

695

Val Thr Pro

700

Ser Leu Asp Tyr Asn Gly Gly

Val Ile Ala

710

Ile Ala

715

Asp Leu Pro Ser Ser Phe

705

Lys Gly

Val vVal

725

Ile Leu Val Asn

730

Asp His Lys His Arg Gly Tyr

Pro Glu Tyr Gly Ala Met Pro Ala Phe

740

Lys Gly

745

Gly Asp

Thr Thr Leu Ile Ala Ser Thr

760

Leu Ser

755

Ser Lys Asp Asp

765

Ala Asn Val His Val Pro Thr

775

Leu Lys Pro Ser

770

Lys Tyr

780

Ser Phe Glu Met Asn Asn Ser Pro

785

Gly Trp

790

Lys Gly

795

Arg

Thr Ala Phe Ile Ala Val

810

Pro Gly Asn Pro Leu

805

Cys Lys

Ile Ile

825

Asp Cys Ser Tyr Asn Pro Ser Ile Ile

820

Gly Asp

Ala Phe Ile

835

Thr Ala

840

Val Thr

845

Arg Ser Asp Pro Leu Ser

Glu Val

850

Ser Glu Cys Thr Tyr Ser Ala Phe

855

Asp Gly

860

Gly

Leu Gln Val Ser Glu Gln Pro Val

865

Tyr Asp

870

Arg Gly Cys

875
Thr

Ala Thr

885

Gln Glu Thr

890

Ser Ser Leu Ser Val His Val

Ala Val Thr

900

Val Phe Thr

905

Gly His Ser Ala Ser Pro Gln

Ile Val Thr Thr Ala

925

Ser Leu Asn

915

Cys Gly Lys Lys

920

Cys

Ala Ile Val

935

Pro His Ser Thr Pro His Asn

930

Pro Asp Lys

940

Phe
945

Gln Ala Ala Ile Thr Ser Leu

955

Ser Ser

950

Lys Trp Trp

Phe Ala Ile Ile

970

Ser Ser Leu Leu Leu Met

965

Gly Gly Gly

Met Met

980

Cys Ser Leu Thr Ser Thr Arg

985

Arg

Thr

Thr

Tyr

Ile

750

Ile

Gln

Leu

Arg

Pro

830

Val

Met

His

Leu

Ala

910

Glu

Asp

Phe

Ile

Ser Lys

Phe
720

Pro

Asp Phe

735

Gln Ala

Arg Leu

Ala Ser

Gln Glu

800

Ala
815

Val
Asn Ala
Lys Cys
Ala Thr

His
880

Ser

Glu
895

Lys

Asn Phe

Cys Lys

Gln Glu

Ala Leu

960

Phe
975

Ala

What is claimed is:

1. A method of stimulating an antigen-specific immune
response in a mammal comprising: administering to said
mammal a recombinant replication deficient lentivirus
pseudotyped with a modified E2 alphavirus glycoprotein that
transduces dendritic cells more efficiently compared to other
cell types, wherein the lentivirus comprises an exogenous
polynucleotide encoding an antigen associated with a dis-
ease, and wherein said lentivirus is administered in an amount
sufficient to stimulate an immune response to said antigen.

2. The method of claim 1 wherein the immune response is
an antibody response or antigen-specific T-cell response or
both.

3. The method of claim 2 wherein the immune response is
an antigen-specific T-cell response.

4. The method of claim 3 wherein the antigen-specific
T-cell response is a CD8" T-cell response.

60

65

5. The method of claim 1 wherein the virus envelope fur-
ther comprises an E1 alphavirus glycoprotein.

6. The method of claim 1 wherein the E2 glycoprotein is
produced from the nucleic acid sequence of SEQ ID NO: 3 or
comprises the amino acid sequence of SEQ ID NO: 11.

7. The method of claim 1 wherein the lentivirus comprises
an HIV vector, a MSCV vector or an MLV vector.

8. The method of claim 1 wherein the replication deficient
lentivirus further comprises one or more additional poly-
nucleotides of interest.

9. The method of claim 1 wherein the replication deficient
lentivirus further comprises a polynucleotide encoding a sec-
ond antigen associated with a disease.

10. The method of claim 1 wherein the mammal is a
human.
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11. The method of claim 1 wherein the antigen is a tumor
associated antigen, viral antigen, bacterial antigen, fungal
antigen, protozoan parasite antigen, helminth parasite anti-
gen, or ectoparasite antigen.

12. The method according to claim 11 wherein the antigen
is Her-2 receptor, MAGE, BAGE, RAGE, NY-ESO, MART-
1/Melan-A, gpl100, gp75, mda-7, tyrosinase, tyrosinase-re-
lated protein, prostate specific membrane antigen (PSMA),
prostate-specific antigen (PSA), ras, ber/abl, Her2/neu, p53,
cytochrome P450 1B1, N-acetylglucosaminyltransferase-V,
human papilloma virus protein E6, human papilloma virus
protein E7, carcinoembryonic antigen and alpha-fetoprotein,
gp120, an adenovirus polypeptide, an alphavirus polypeptide,
a calicivirus polypeptide, calicivirus capsid antigen, a coro-
navirus polypeptide, s distemper virus polypeptide, an Ebola
virus polypeptide, an enterovirus polypeptide, a flavivirus
polypeptides, a hepatitis virus (AE) polypeptide, a hepatitis B
core antigen, a hepatitis or surface antigen, a herpesvirus
polypeptide, a herpes simplex virus glycoptrotein, a varicella
zoster virus glycoprotein, an immunodeficiency virus
polypeptide, a human immunodeficiency virus envelope pro-
tein, a human immunodeficiency virus protease, an infectious
peritonitis virus polypeptide, an influenza virus polypeptide,
an influenza A hemagglutinin, an influenza A neuraminidase,
an influenza A nucleoprotein, a leukemia virus polypeptide, a
Marburg virus polypeptide, an orthomyxovirus polypeptide,
apapilloma virus polypeptide, a parainfluenza virus polypep-
tide, a parainfluenza virus hemagglutinin, aparainfluenza
virus neuraminidase, a paramyxovirus polypeptide, a par-
vovirus polypeptide, a pestivirus polypeptide, a picorna virus
polypeptidea poliovirus capsid polypeptide, a pox virus
polypeptide, a vaccinia virus polypeptide, a rabies virus
polypeptide, a rabies virus glycoprotein G, a reovirus
polypeptide, a retrovirus polypeptide, a rotavirus polypep-
tide, an Absidia polypeptide, an Acremonium polypeptide, an
Alternaria polypeptide, an Aspergillus polypeptide, a Basid-
iobolus polypeptide, a Bipolaris polypeptide, a Blastomyces
polypeptide, a Candida polypeptide, a Coccidioides polypep-
tide, a Conidiobolus polypeptide, a Cryptococcus polypep-
tide, a Curvalaria polypeptide, an Epidermophyton polypep-
tide, an Exophiala polypeptide, an Geotrichum polypeptide, a
Histoplasma polypeptide, a Madurella polypeptide, a
Malassezia polypeptide, a Microsporum polypeptide, a
Moniliella polypeptide, a Mortierella polypeptide, a Mucor
polypeptide, a Paecilomyces polypeptide, a Penicillium
polypeptide, a Phialemonium polypeptide, a Phialophora
polypeptide, a Prototheca polypeptide, a Pseudallescheria
polypeptide, a Pseudomicrodochium polypeptide, a Pythium
polypeptide, a Rhinosporidium polypeptide, a Rhizopus
polypeptide, a Scolecobasidium polypeptide, a Sporothrix
polypeptide, a Stemphylium polypeptide, a Trichophyton
polypeptide, a Trichosporon polypeptide, and a Xylohypha
polypeptide, a Babesia polypeptide, a Balantidium polypep-
tide, a Besnoitia polypeptide, a Cryptosporidium polypep-
tide, an Eimeria polypeptide, an Encephalitozoon polypep-
tide, an Entamoeba polypeptide, a Giardia polypeptide, a
Hammondia polypeptide, a Hepatozoon polypeptide, an Isos-
pora polypeptide, a Leishmania polypeptide, a Microspo-
ridia polypeptide, a Neospora polypeptide, a Nosema
polypeptide, a Pentatrichomonas polypeptide, a Plasmodium
polypeptide, P. falciparum circumsporozoite (PfCSP), sporo-
zoite surface protein 2 (PfSSP2), carboxyl terminus of liver
state antigen 1 (PfLLSA1 c-term), exported protein 1 (PfExp-
1), a Preumocystis polypeptide, a Sarcocystis polypeptide, a
Schistosoma polypeptide, 1a heileria polypeptide, a Toxo-
plasma polypeptide, a Trypanosoma polypeptide, an Acan-
thocheilonema polypeptide, an Aelurostrongylus polypep-
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tide, an Ancylostoma polypeptide, an Angiostrongylus
polypeptide, an Ascaris polypeptide, a Brugia polypeptide, a
Bunostomum polypeptide, a Capillaria polypeptide, a Chab-
ertia polypeptide, a Cooperia polypeptide, a Crenosoma
polypeptide, a Dictyocaulus polypeptide, a Dioctophyme
polypeptide, a Dipetalonema polypeptide, a Diphylloboth-
rium polypeptide, a Diplydium polypeptide, a Dirofilaria
polypeptide, a Dracunculus polypeptide, an Enterobius
polypeptide, a Filaroides polypeptide, a Haemonchus
polypeptide, a Lagochilascaris polypeptide, a Loa polypep-
tide, a Mansonella polypeptide, a Muellerius polypeptide, a
Nanophyetus polypeptide, a Necator polypeptide, a Nemato-
dirus polypeptide, an Oesophagostomum polypeptide, an
Onchocerca polypeptide, an Opisthorchis polypeptide, an
Ostertagia polypeptide, a Parafilaria polypeptide, a Para-
gonimus polypeptide, a Parascaris polypeptide, a Physa-
loptera polypeptide, a Protostrongylus polypeptide, a Setaria
polypeptide, a Spirocerca polypeptide, a Spirometra
polypeptide, a Stephanofilaria polypeptide, a Strongyloides
polypeptide, a Strongylus polypeptide, a Thelazia polypep-
tide, a Toxascaris polypeptide, a Toxocara polypeptide, a
Trichinella polypeptide, a Trichostrongylus polypeptide, a
Trichuris polypeptide, an Uncinaria polypeptide, a Wuchere-
ria polypeptide, a flea polypeptide, a tick polypeptide, a hard
tick polypeptide, a soft tick polypeptide, a fly polypeptide, a
midge polypeptide, a mosquito polypeptide, a sand fly
polypeptide, a black fly polypeptide, a horse fly polypeptide,
a horn fly polypeptide, a deer fly polypeptide, a tsetse fly
polypeptide, a stable fly polypeptide, a myiasis-causing fly
polypeptide, a biting gnat polypeptide, an ant polypeptide, a
spider polypeptide, a lice polypeptide, a mite polypeptide, a
true bug polypeptide, a bed bug polypeptide, and a kissing
bug polypeptide.

13. The method of claim 1 wherein the lentivirus further
comprises a nucleotide sequence encoding a maturation fac-
tor.

14. The method of claim 13 wherein the maturation factor
is selected from the group consisting of GM-CSF, 1L-2, 1L.-4,
1L-6, IL-7, IL-15, IL-21, IL-23, TNFa, B7.1, B7.2, 4-1BB,
CDA40 ligand (CD40L) and drug-inducible CD40 (iCD40).

15. The method of claim 1 wherein the replication deficient
lentivirus is administered subcutaneously or intradermally.

16. The method of claim 1 wherein the E2 alphavirus
glycoprotein is a Sindbis virus glycoprotein.

17. The method of claim 16 wherein the replication defi-
cient lentivirus is administered subcutaneously or intrader-
mally.

18. The method of claim 16 wherein the lentivirus com-
prises an HIV vector, a MSCV vector or an MLV vector.

19. The method of claim 16 wherein the replication defi-
cient lentivirus further comprises a polynucleotide encoding
a second antigen associated with a disease.

20. The method of claim 16 wherein the mammal is a
human.

21. The method of claim 16 wherein the antigen is a tumor
associated antigen, viral antigen, bacterial antigen, fungal
antigen, protozoan parasite antigen, helminth parasite anti-
gen, or ectoparasite antigen.

22. The method according to claim 21 wherein the antigen
is Her-2 receptor, MAGE, BAGE, RAGE, NY-ESO, MART-
1/Melan-A, gp100, gp75, mda-7, tyrosinase, tyrosinase-re-
lated protein, prostate specific membrane antigen (PSMA),
prostate-specific antigen (PSA), ras, ber/abl, Her2/neu, p53,
cytochrome P450 1B1, N-acetylglucosaminyltransferase-V,
human papilloma virus protein E6, human papilloma virus
protein E7, carcinoembryonic antigen and alpha-fetoprotein,
gp120, an adenovirus polypeptide, an alphavirus polypeptide,
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a calicivirus polypeptide, calicivirus capsid antigen, a coro-
navirus polypeptide, s distemper virus polypeptide, an Ebola
virus polypeptide, an enterovirus polypeptide, a flavivirus
polypeptides, a hepatitis virus (AE) polypeptide, a hepatitis B
core antigen, a hepatitis or surface antigen, a herpesvirus
polypeptide, a herpes simplex virus glycoptrotein, a varicella
zoster virus glycoprotein, an immunodeficiency virus
polypeptide, a human immunodeficiency virus envelope pro-
tein, a human immunodeficiency virus protease, an infectious
peritonitis virus polypeptide, an influenza virus polypeptide,
an influenza A hemagglutinin, an influenza A neuraminidase,
an influenza A nucleoprotein, a leukemia virus polypeptide, a
Marburg virus polypeptide, an orthomyxovirus polypeptide,
apapilloma virus polypeptide, a parainfluenza virus polypep-
tide, a parainfluenza virus hemagglutinin, aparainfluenza
virus neuraminidase, a paramyxovirus polypeptide, a par-
vovirus polypeptide, a pestivirus polypeptide, a picorna virus
polypeptidea poliovirus capsid polypeptide, a pox virus
polypeptide, a vaccinia virus polypeptide, a rabies virus
polypeptide, a rabies virus glycoprotein G, a reovirus
polypeptide, a retrovirus polypeptide, a rotavirus polypep-
tide, an Absidia polypeptide, an Acremonium polypeptide, an
Alternaria polypeptide, an Aspergillus polypeptide, a Basid-
iobolus polypeptide, a Bipolaris polypeptide, a Blastomyces
polypeptide, a Candida polypeptide, a Coccidioides polypep-
tide, a Conidiobolus polypeptide, a Cryptococcus polypep-
tide, a Curvalaria polypeptide, an Epidermophyton polypep-
tide, an Exophiala polypeptide, an Geotrichum polypeptide, a
Histoplasma polypeptide, a Madurella polypeptide, a
Malassezia polypeptide, a Microsporum polypeptide, a
Moniliella polypeptide, a Mortierella polypeptide, a Mucor
polypeptide, a Paecilomyces polypeptide, a Penicillium
polypeptide, a Phialemonium polypeptide, a Phialophora
polypeptide, a Prototheca polypeptide, a Pseudallescheria
polypeptide, a Pseudomicrodochium polypeptide, a Pythium
polypeptide, a Rhinosporidium polypeptide, a Rhizopus
polypeptide, a Scolecobasidium polypeptide, a Sporothrix
polypeptide, a Stemphylium polypeptide, a Trichophyton
polypeptide, a Trichosporon polypeptide, and a Xylohypha
polypeptide, a Babesia polypeptide, a Balantidium polypep-
tide, a Besnoitia polypeptide, a Cryptosporidium polypep-
tide, an Eimeria polypeptide, an Encephalitozoon polypep-
tide, an Entamoeba polypeptide, a Giardia polypeptide, a
Hammondia polypeptide, a Hepatozoon polypeptide, an Isos-
pora polypeptide, a Leishmania polypeptide, a Microspo-
ridia polypeptide, a Neospora polypeptide, a Nosema
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polypeptide, a Pentatrichomonas polypeptide, a Plasmodium
polypeptide, P. falciparum circumsporozoite (PfCSP), sporo-
zoite surface protein 2 (PfSSP2), carboxyl terminus of liver
state antigen 1 (PfLLSA1 c-term), exported protein 1 (PfExp-
1), a Preumocystis polypeptide, a Sarcocystis polypeptide, a
Schistosoma polypeptide, 1a heileria polypeptide, a Toxo-
plasma polypeptide, a Trypanosoma polypeptide, an Acan-
thocheilonema polypeptide, an Aelurostrongylus polypep-
tide, an Ancylostoma polypeptide, an Angiostrongylus
polypeptide, an Ascaris polypeptide, a Brugia polypeptide, a
Bunostomum polypeptide, a Capillaria polypeptide, a Chab-
ertia polypeptide, a Cooperia polypeptide, a Crenosoma
polypeptide, a Dictyocaulus polypeptide, a Dioctophyme
polypeptide, a Dipetalonema polypeptide, a Diphylloboth-
rium polypeptide, a Diplydium polypeptide, a Dirofilaria
polypeptide, a Dracunculus polypeptide, an Enterobius
polypeptide, a Filaroides polypeptide, a Haemonchus
polypeptide, a Lagochilascaris polypeptide, a Loa polypep-
tide, a Mansonella polypeptide, a Muellerius polypeptide, a
Nanophyetus polypeptide, a Necator polypeptide, a Nemato-
dirus polypeptide, an Oesophagostomum polypeptide, an
Onchocerca polypeptide, an Opisthorchis polypeptide, ab
Ostertagia polypeptide, a Parafilaria polypeptide, a Para-
gonimus polypeptide, a Parascaris polypeptide, a Physa-
loptera polypeptide, a Protostrongylus polypeptide, a Setaria
polypeptide, a Spirocerca polypeptide, a Spirometra
polypeptide, a Stephanofilaria polypeptide, a Strongyloides
polypeptide, a Strongylus polypeptide, a Thelazia polypep-
tide, a Toxascaris polypeptide, a Toxocara polypeptide, a
Trichinella polypeptide, a Trichostrongylus polypeptide, a
Trichuris polypeptide, an Uncinaria polypeptide, a Wuchere-
ria polypeptide, a flea polypeptide, a tick polypeptide, a hard
tick polypeptide, a soft tick polypeptide, a fly polypeptide, a
midge polypeptide, a mosquito polypeptide, a sand fly
polypeptide, a black fly polypeptide, a horse fly polypeptide,
a horn fly polypeptide, a deer fly polypeptide, a tsetse fly
polypeptide, a stable fly polypeptide, a myiasis-causing fly
polypeptide, a biting gnat polypeptide, an ant polypeptide, a
spider polypeptide, a lice polypeptide, a mite polypeptide, a
true bug polypeptide, a bed bug polypeptide, and a kissing
bug polypeptide.

23. The method of claim 16 wherein the lentivirus further
comprises a nucleotide sequence encoding a maturation fac-
tor.



